a2 United States Patent

Yoon et al.

US009211309B2

US 9,211,309 B2
Dec. 15, 2015

(10) Patent No.:
(45) Date of Patent:

(54)

(71)

(72)

(73)

")

@

(22)

(65)

(30)

Jun. 27, 2013

(1)

METHOD FOR TREATMENT OF
ESCHERICHIA COLI TYPE K99 INFECTIONS

Applicant: iNtRON Biotechnology, Inc.,
Kyungki-Do (KR)
Inventors: Seongjun Yoon, Seoul (KR); Sooyoun
Jun, Seoul (KR); Hyoungrok Paik,
Jeollanam-Do (KR); Jeesoo Son, Seoul
(KR); Sanghyeon Kang, Seoul (KR)
Assignee: INTRON BIOTECHNOLOGY, INC.
(KR)
Notice: Subject to any disclaimer, the term of this
patent is extended or adjusted under 35
U.S.C. 154(b) by O days.

Appl. No.: 14/316,019
Filed: Jun. 26,2014

Prior Publication Data

US 2015/0004141 A1l Jan. 1, 2015
Foreign Application Priority Data
(KR) e 10-2013-0074511

Int. Cl1.
CI2N 7/00
AG6IK 35/76
A23K 1/16

(2006.01)
(2015.01)
(2006.01)

A23K 1717 (2006.01)
A23K 1/18 (2006.01)
(52) US.CL
CPC .............. A61K 35/76 (2013.01); A23K 1/1643
(2013.01); A23K 1/17 (2013.01); A23K 1/184
(2013.01); A23K 1/1893 (2013.01); CI2N 7/00
(2013.01)
(58) Field of Classification Search
None
See application file for complete search history.
(56) References Cited
FOREIGN PATENT DOCUMENTS
KR 101260645 Bl 5/2013

Primary Examiner — Nicole Kinsey White
(74) Attorney, Agent, or Firm — Meunier Carlin & Curfman
LLC

(57) ABSTRACT

The present invention relates to a composition comprising
EK99P-1, a bacteriophage isolated from nature and capable
ofiinfecting E. coli type K99 so as to kill the same, as an active
ingredient, and a method for preventing and treating . coli
type K99 infections using the said composition. According to
the present invention, the bacteriophage EK99P-1, an active
ingredient of the composition, has a killing activity against F.
coli type K99 and has the genome represented by SEQ. ID.
NO: 1.
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METHOD FOR TREATMENT OF
ESCHERICHIA COLI TYPE K99 INFECTIONS

BACKGROUND OF THE INVENTION

1. Field of the Invention

The present invention relates to a composition usable for
preventing or treating Escherichia coli type K99 infections
comprising a bacteriophage, isolated from nature and capable
of infecting Escherichia coli type K99 so as to kill the same,
as an active ingredient, and a method for preventing and
treating Escherichia coli type K99 infections by using the
said composition. More precisely, the present invention
relates to a bacteriophage isolated from nature which is char-
acterized by having the genome represented by SEQ. ID. NO:
1 and is capable of killing Escherichia coli type K99 specifi-
cally, a composition usable for preventing and treating
Escherichia coli type K99 infections comprising the said
bacteriophage as an active ingredient, and a method for pre-
venting and treating Escherichia coli type K99 infections by
using the said composition.

2. Description of the Related Art

Eshcerichia coli (E. coli) is largely divided into two kinds,
one of them is non-pathogenic E. coli which is favorably and
beneficially functioning to promote digestion with keeping
balance normally with other enterobacteria in animal intes-
tines and the other is pathogenic E. coli which has pilus that
helps the adherence of the E. coli to intestine wall to be
proliferated and produces enterotoxin causing diarrhea by
irritating intestine wall.

Diarrhea caused by such pathogenic E. coli is common in
almost every livestock farm in Korea. Diarrhea can be caused
by single infection with pathogenic E. coli. However, when
the livestock is mixed-infected with bovine rotavirus, coro-
navirus, and coccidium protozoa, etc, intestinal mucosa is so
much damaged as to cause acute diarrhea and to make the
symptoms worse.

Diarrhea caused by E. coli is reported world widely, and the
incidence rate differs from hygienic control level of the live-
stock farm. Diarrhea caused by E. coli is also frequently
reported in Korea as well, and is known as the most represen-
tative bacterial diarrhea. The representative causative strains
for diarrhea caused by E. coli are F4 (K88), F5 (K99), F6
(987P), and F41. Even though they are different kinds of
causative organisms, they are alike to cause diarrhea in almost
every kinds of livestock. E. coli type K99 is known as the
enterotoxigenic E. coli (ETEC) causing diarrhea in piglings
or calves. The clustering of ETEC in the small intestine of the
animals is regulated by the direct adhesion of bacteria to the
intestinal epithelial cells. The clustering of ETEC intervenes
peristalsis, mucus secretion and movement of villi in a host to
cause diarrhea.

Damage by E. coli type K99 infections in livestock indus-
try is huge. Therefore, it is urgent request to develop a method
for the prevention and effective treatment of the infections. A
variety of anti-bacterial agents have been used to prevent or
treat E. coli type K99 infections. However, it is also urgent
request to develop an alternative of the conventional anti-
bacterial agents, considering the increase of antibiotic resis-
tant bacteria.

The utilization of bacteriophage is now highly drawing our
attention as an effective way of treating bacterial disease. In
particular, our interests in bacteriophage grow with the pref-
erence of nature-friendly method. Bacteriophage is an
extremely small microorganism infecting bacteria, which is
generally called phage in short. Bacteriophage is proliferat-
ing in the inside of bacteria cells after infection. Upon
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completion of the proliferation, offspring bacteriophages are
coming out of the host cells with destroying the host bacteria.
The infection of bacteriophage in bacteria is very unique and
specific, so only specific bacteria can be infected with a
specific bacteriophage. That is, there is a limitation in bacteria
that can be infected with bacteriophage. Thus, bacteriophage
can only kill specific target bacteria without affecting any
other bacteria.

Bacteriophage was first found in 1915 when English bac-
teriologist Twort was studying on the phenomenon that
micrococcus colony was being melted clearly by some rea-
sons. And also, French bacteriologist d’Herelle noticed that
Shigella disentriae was melted by something in filtrate of
dysentery patient’s feces and afterwards he separated bacte-
riophage independently by the following study and named it
bacteriophage which meant ‘eating bacteria’. Since then, bac-
teriophages corresponding to different pathogenic bacteria
including Shigella, Salmonella and Vibrio cholorae have
been continuously reported.

Owing to its capability of killing bacteria, bacteriophage
has been in the center of our interest to fight with bacterial
infection and studies followed thereon. However, since Flem-
ming found out penicillin, antibiotics have been supplied and
the study on bacteriophage has been limited in some east
European countries and old Soviet Union. It was not until
2000 that the conventional antibiotics demonstrated their
problems in use because of increasing antibiotic-resistant
bacteria. So, once again, bacteriophage draws out attention as
analternative anti-bacterial agent that can take the place of the
conventional antibiotics.

According to the recent tightening of regulation regarding
the use of anti-bacterial agents by the government, interest in
bacteriophage increases.

The present inventors have tried to develop a composition
usable for preventing or treating E. coli type K99 infections
by using a bacteriophage isolated from nature and capable of
killing E. coli type K99 selectively and tried further to estab-
lish a method to prevent or treat E. coli type K99 infections by
using the said composition. As a result, the present inventors
succeeded in isolation of a proper bacteriophage from nature
and obtainment of a sequence of the genome distinguishing
the bacteriophage from others, leading to the completion of
the present invention by confirming that the composition
developed by the inventors could be effectively used for the
prevention and treatment of . coli type K99 infections.

SUMMARY OF THE INVENTION

It is an object of the present invention to provide a novel
bacteriophage capable of killing E. coli type K99 selectively.

It is another object of the present invention to provide a
composition usable for the prevention of E. coli type K99
infections comprising the said bacteriophage as an active
ingredient which is capable of killing E. coli type K99 selec-
tively by infecting E. coli type K99 and to provide a method
for the prevention of E. coli type K99 infections using the
same.

It is also an object of the present invention to provide a
composition usable for the treatment of E. coli type K99
infections comprising the said bacteriophage as an active
ingredient which is capable of killing E. coli type K99 selec-
tively by infecting E. coli type K99 and to provide a method
for the treatment of E. coli type K99 infections using the
same.

It is further an object of the present invention to provide a
disinfectant for the prevention and treatment of E. coli type
K99 infections using the said composition.
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It is also an object of the present invention to provide a
water additive for the prevention and treatment of E. co/i type
K99 infections using the said composition.

It is also an object of the present invention to provide a feed
additive for the prevention and treatment of . coli type K99
infections using the said composition.

To achieve the above objects, the present invention pro-
vides a composition comprising a bacteriophage as an active
ingredient which is capable of destroying E. coli type K99 by
infecting E. coli type K99, and a method for preventing and
treating F. coli type K99 infections by using the said compo-
sition.

The present invention also provides a disinfectant, a water
additive, and a feed additive that can be used for the preven-
tion or treatment of £. coli type K99 infections.

Advantageous Effect

As explained hereinbefore, the composition of the present
invention and the method for preventing and treating E. coli
type K99 infections using the same have an advantage ot high
specificity against E. coli type K99, compared with other
conventional chemical compositions and methods using
thereof. That is, this composition does not have any effect on
other useful resident flora and can be used only for the pur-
pose of preventing and treating £. coli type K99 infections.
Thus, side effects are hardly accompanied. In general, when
other chemicals such as the conventional antibiotics are used,
general resident bacteria are also targeted and destroyed,
resulting in the decrease of immunity in animals and bringing
other side effects. In the meantime, the present invention
provides an advantage of nature-friendly effect by using the
composition containing natural bacteriophage as an active
ingredient.

BRIEF DESCRIPTION OF THE DRAWINGS

The application of the preferred embodiments of the
present invention is best understood with reference to the
accompanying drawings, wherein:

FIG. 1 is an electron micrograph showing the bacterioph-
age EK99P-1.

FIG. 2 is a diagram illustrating the killing activity of the
bacteriophage EK99P-1 against E. coli type K99.

DESCRIPTION OF THE PREFERRED
EMBODIMENTS

Hereinafter, the present invention is described in detail.

The present invention provides a composition comprising
the bacteriophage isolated from nature and characterized by
having the ability to infect E. coli type K99 so as to kill the
same, and a method for preventing and treating E. coli type
K99 infections using the said composition.

The bacteriophage used as the active ingredient in the
composition of the present invention is the bacteriophage
EK99P-1 having DNA represented by SEQ. ID. NO: 1 as its
genome. The bacteriophage EK99P-1 was isolated by the
present inventors and deposited at Korean Collection for Type
Cultures, Korea Research Institute of Bioscience and Bio-
technology, 111 Gwahangno, Yuseong-gu, Daejeon 305-806,
Republic of Korea on Nov. 15, 2011 (Accession No: KCTC
12075BP).

The present invention also provides a disinfectant, a water
additive, and a feed additive that can be used for the preven-
tion or treatment of £. coli type K99 infections.
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The bacteriophage EK99P-1 included in the composition
of'the present invention is capable of killing £. coli type K99
efficiently, suggesting that the bacteriophage is effective in
preventing or treating diarrhea caused by E. coli type K99.
Therefore, the composition of the present invention is useful
for the prevention and treatment of diarrhea caused by E. coli
type K99.

Theterm “treat” or “treatment” in this description indicates
(1) to suppress diarrhea caused by E. coli type K99; and (ii) to
relieve diarrhea caused by E. coli type K99.

In this invention, the term “isolation” or “isolated” indi-
cates the separation of bacteriophage from nature by using
diverse experimental techniques and the process confirming
the characteristics of the bacteriophage that can distinguish
the bacteriophage itself from others. This term further
includes the course of proliferating the bacteriophage by
using biotechnology in order to make it a useful form.

The bacteriophage of the present invention includes the
bacteriophage EK99P-1 and its variants as well. In this inven-
tion, “variants” indicate those bacteriophages which have
minor variation(s) in the genomic sequence and polypeptides
encoded thereby while retaining the same general genotypic
and phenotypic characteristics as the bacteriophage EK99P-
1. Variants of bacteriophage EK99P-1 encompass polymor-
phic variants. Bacteriophage EK99P-1 variants capable of
performing the same or equivalent biological functions as
bacteriophage EK99P-1 are particularly preferred.

The composition of the present invention can include phar-
maceutically acceptable carriers such as lactose, dextrose,
sucrose, sorbitol, mannitol, starch, acacia rubber, calcium
phosphate, alginate, gelatin, calcium silicate, microcrystal-
line cellulose, polyvinyl pyrrolidone, cellulose, water, syrup,
methyl cellulose, methylhydroxybenzoate, propylhydroxy-
benzoate, talc, magnesium stearate and mineral oil, but not
always limited thereto. The composition of the present inven-
tion can additionally include lubricants, wetting agents,
sweetening agents, flavors, emulsifiers, suspensions and pre-
servatives.

The composition of the present invention contains the bac-
teriophage EK99P-1 or the variants thereof as an active ingre-
dient. At this time, the bacteriophage EK99P-1 or the variants
thereof are included at the concentration of 1x10" pfu/ml~1x
10° pfu/ml or 1x10" pfu/g~1x103° pfu/g, and more preferably
at the concentration of 1x10 pfu/ml~1x10" pfu/ml or 1x10*
pfu/g~1x10'° pfu/g.

The composition of the present invention can be formu-
lated by the method that can be performed by those in the art
by using a pharmaceutically acceptable carrier and/or excipi-
ent in the form of unit dose or in multi-dose containers. The
formulation can be in the form solution, suspension, or emul-
sion in oil or water-soluble medium, extract, powder, granule,
tablet or capsule. At this time, a dispersing agent or a stabi-
lizer can be additionally included.

The composition of the present invention can be produced
in the form of a disinfectant, a water additive, and a feed
additive, but not always limited thereto.

Practical and presently preferred embodiments of the
present invention are illustrative as shown in the following
Examples, Experimental Examples and Manufacturing
Examples.

However, it will be appreciated that those skilled in the art,
on consideration of this disclosure, may make modifications
and improvements within the spirit and scope of the present
invention.
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Example 1

Isolation of Bacteriophage that can Destroy E. coli
Type K99

A bacteriophage capable of killing E. coli type K99 was
isolated from nature or from animal samples. £. coli used for
the isolation was E. coli type K99, which was isolated previ-
ously by the present inventors and then identified as E. coli
type K99 by the inventors.

Collected samples were loaded in TSB (Tryptic Soy Broth)
medium (casein digest, 17 g/L.; soybean digest, 3 g/L; dex-
trose, 2.5 g/L; NaCl, 5 g/L; dipotassium phosphate, 2.5 g/L)
inoculated with £. coli type K99 (Yi000), followed by shaking
culture for 3-4 hours at 37° C. Upon completion of the culture,
centrifugation was performed at 3,000 rpm for 20 minutes
and the supernatant was recovered. E. coli type K99 was
inoculated in the recovered supernatant (Yiooo), followed by
shaking culture for 3-4 hours at 37° C. This procedure was
repeated 5 times in total in order to increase bacteriophage
titer if bacteriophage was included in the sample. After
repeating the process 5 times, the culture solution proceeded
to centrifugation at 8,000 rpm for 20 minutes. Then, the
supernatant was filtered using 0.45 um filter. The obtained
filtrate was investigated by using general spot assay to see
whether bacteriophage that could kill E. coli type K99 was
included.

Spot assay was performed as follows. E. coli type K99 was
inoculated in TSB medium (Y1000), followed by shaking cul-
ture at 37° C. overnight. Then, 3 ml of the obtained E. coli
type K99 culture solution (ODq,: 2.0) was spread on TSA
(Tryptic Soy Agar) plate medium (casein digest, 15 g/L;
soybean digest, 5 g/L; NaCl, 5 g/L; agar, 15 g/L). The plate
medium stayed on clean bench for about 30 minutes to let the
spread solution is dried. After crying, 10 pl of the prepared
filtrate was loaded on the plate medium whereon E. coli type
K99 was spread, which was dried as it was for 30 minutes.
After drying, the plate medium was standing-cultured at 37°
C. for a day. It was then investigated whether the clear zone
was formed on the spot where the filtrate was loaded. If the
clear zone was formed thereon, it suggested that the bacte-
riophage that could kill E. coli type K99 was included therein.
According to this procedure, the filtrate containing the bac-
teriophage that could destroy E. coli type K99 could be
obtained.

Pure bacteriophage was isolated from the filtrate confirmed
to contain the bacteriophage capable of killing E. coli type
K99. The isolation of pure bacteriophage was performed by
plaque assay. More precisely, one of plagues formed from
plaque assay was recovered by using a sterilized tip, which
was then added to . coli type K99 culture solution, followed
by culture for 4-5 hours. Upon completion of the culture,
centrifugation was performed at 8,000 rpm for 20 minutes to
obtain supernatant. £. coli type K99 culture solution was
added to the obtained supernatant at the ratio of 1:50, fol-
lowed by further culture for 4~5 hours. To increase the num-
ber of bacteriophage, this procedure was repeated at least 5
times and then centrifugation was performed at 8,000 for 20
minutes to obtain supernatant. Plaque assay was performed
with the supernatant. Generally, the pure bacteriophage sepa-
ration cannot be accomplished simply by performing the
above procedure once. Thus, the previous steps were repeated
again using one of plaques formed from plaque assay. After
repeating the procedure at least 5 times, the solution compris-
ing pure bacteriophage was obtained. The repetition of this
pure bacteriophage separation processes was not finished
until the sizes and shapes of plaques were all similar. The pure
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bacteriophage separation was confirmed at last by the obser-
vation under electron microscope. If pure bacteriophage was
not confirmed, the above processes were repeated again.
Observation under electron microscope was performed by the
conventional method, which was as follows: copper grid was
soaked in solution containing pure bacteriophage, followed
by negative staining with 2% uranyl acetate and drying
thereof; and morphology was observed by taking pictures
with transmission electron microscope.

The solution containing pure bacteriophage was purified as
follows. E. coli type K99 culture solution was added to the
pure bacteriophage solution at the ratio of 1:50, followed by
culture for 4~5 hours. Upon completion of the culture, cen-
trifugation was performed at 8,000 rpm for 20 minutes to
obtain supernatant. To obtain enough amount of bacterioph-
age, the said process was repeated 5 times in total. The final
supernatant was filtered with 0.45 pm filter, followed by
precipitation by using polyethylene glycol (PEG). Particu-
larly, PEG and NaCl were added to 100 ml of'the filtrate (10%
PEG 8000/0.5 N NaCl), which stood at room temperature for
2~3 hours. Then, centrifugation was performed at 8,000 rpm
for 30 minutes to obtain bacteriophage precipitate. The
obtained bacteriophage precipitate was suspended in 5 ml of
buffer (10 mM Tris-HCI, 10 mM MgSO,, 0.1% Gelatin, pH
8.0). This solution was called bacteriophage suspension or
bacteriophage solution.

At last, purified pure bacteriophage was obtained and this
bacteriophage was named bacteriophage EK99P-1, which
was then deposited at Korean Collection for Type Cultures,
Korea Research Institute of Bioscience and Biotechnology on
Now. 15, 2011 (Accession. No: KCTC 12075BP). The elec-
tron micrograph of bacteriophage EK99P-1 is presented in
FIG. 1.

Example 2

Preparation and Sequencing of Bacteriophage
EK99P-1 Genome

Bacteriophage EK99P-1 genome was prepared as follows
using the bacteriophage suspension obtained in Example 1.
To eliminate E. coli type K99 DNA and RNA which might be
included in the suspension, DNase I and RNase A were added
to 10 ml of'the bacteriophage suspension (200 U each), which
stood at 37° C. for 30 minutes. 30 minutes later, to inactivate
DNase I and RNase A activity, 500 ul of 0.5 M ethylenedi-
aminetetraacetic acid (EDTA) was added, which stood for 10
minutes. The solution stood at 65° C. for another 10 minutes,
then 100 pl of proteinase K (20 mg/ml) was added, followed
by reaction at 37° C. for 20 minutes to break the outer wall of
the bacteriophage. Then, 500 pl of 10% sodium dodecyl
sulfate (SDS) solution was added thereto, followed by incu-
bation at 65° C. for one hour. One hour later, 10 ml of the
mixed solution comprising phenol:chloroform:isoamylalco-
hol at the ratio of 25:24:1 was added thereto and the solution
was well mixed. Centrifugation was performed at 13,000 rpm
for 15 minutes to separate layers, among which the upper
most layer was obtained. Isopropyl alcohol was added to the
obtained layer at the volume ratio of 1.5, followed by cen-
trifugation at 13,000 rpm for 10 minutes to precipitate
genome. The precipitate was recovered, to which 70% etha-
nol was added, followed by centrifugation at 13,000 rpm for
10 minutes. The washed precipitate was collected, and
vacuum-dried, which was then dissolved in 100 pl of water.
Genome of the bacteriophage EK99P-1 was obtained by
repeating the above processes.
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The genomic sequence of the bacteriophage EK99P-1 was
analyzed with the obtained genome at National Instrumenta-
tion Center for Environmental Management, Seoul National
University, by using shotgun library construction. Particu-
larly, the bacteriophage genome was cut by random shearing
technique using Hydro-shear to obtain DNA fragments (1~6
kbp), which proceeded to end-repairing. The repaired DNA
proceeded to electrophoresis on agarose gel. Then, gDNA
fragments (inserts) in 3~5 kbp were obtained. The obtained
DNA fragments of the bacteriophage were inserted in
pEZSeq-kan vector by using T4 ligase (ligation) to establish
library. The recombinant vector introduced with the DNA
fragment of the bacteriophage was inserted, in DH10B', a
kind of E. coli, via transfection using electric-shock. The
transformant inserted with the plasmid was cultured, from
which the plasmid containing the gene fragment was
extracted by using plasmid purification kit (iNtRON Biotech-
nology). The size of the DNA fragment included in the plas-
mid was confirmed by electrophoresis and the final effective
clones were selected. The plasmid of the selected clone was
recovered, followed by gene sequencing. Contig map was
made using the obtained gene sequences by the conventional
method. The total gene sequence in 44,332 bp was analyzed
by using primer walking. The confirmed genomic sequence
of the bacteriophage EK99P-1 was presented by SEQ. ID.
NO: 1.

Based on the genomic sequence of the bacteriophage
EK99P-1, similarity to those sequences of the conventional
bacteriophages was investigated by using BLAST (http://
www.ncbinlm.nih.gov/BLAST/). As a result, the genomic
sequence of the bacteriophage EK99P-1 demonstrated high
similarity to those of Enterobacteria bacteriophage JI.1 (Gen-
Bank Accession No. JX865427.2) and Sodalis bacteriophage
SO-1 (GenBank Accession No. GQ502199.1) (92%), and
Enterobacteria bacteriophage HK578 (GenBank Accession
No. JQO086375.1) and Enterobacteria bacteriophage SSL.-
2009a (GenBank Accession No. FJ750948.1) (85% and 79%;
respectively) with a little but clear difference.

Therefore, it can be concluded that the bacteriophage
EK99P-1 is a novel bacteriophage which is completely dif-
ferent from any of the conventional bacteriophages.

Example 3

Killing Activity of Bacteriophage EK99P-1 to E. coli
Type K99

Killing activity of the isolated bacteriophage EK99P-1 to
E. coli type K99 was investigated. For the investigation, clear
zone formation was first observed by spot analysis by the
same manner as described in Example 1. 10 strains of E. coli
type K99 were used in this investigation. They were isolated
and identified by the present inventors as E. coli type K99
earlier. The bacteriophage EK99P-1 was confirmed to have
the ability to kill all the E. coli type K99 used in this experi-
ment. The result of this investigation is presented in FIG. 2. In
addition, killing activity of the bacteriophage EK99P-1 to
Bordetella bronchiseptica, Enterococcus faecalis, Entero-
coccus faecium, Streptococcus mitis, Streptococcus uberis,
and Pseudomonas aeruginosa was further investigated. As a
result, it was confirmed that the bacteriophage EK99P-1 did
not have killing activity against those bacteria.

From the above results, it was confirmed that the bacte-
riophage EK99P-1 can be used as an active Ingredient of the
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composition formulated for the purpose of the prevention and
treatment of E. coli type K99 infections.

Example 4

Application Example of Bacteriophage EK99P-1 for
Preventing E. coli Type K99 Infection

100 ul the bacteriophage EK99P-1 solution (1x10° pfu/ml)
was loaded to a tube containing 9 ml of TSB medium. Another
tube containing 9 ml of TSB medium alone was also prepared.
The E. coli type K99 culture solution was added to each tube
(ODypq: 0.5), After E. coli type K99 was added to those tubes,
they were all transferred to 37° C. incubator, followed by
shaking culture, during which the growth of . coli type K99
was observed. As shown in Table 1, the growth of . coli type
K99 was suppressed in the tube treated with the bacterioph-
age EK99P-1 solution. In the meantime, the growth of £. cofi
type K99 was not inhibited in the bacteriophage free tube.

TABLE 1

Suppression of E. coli type K99 growth

ODK(\(\
Culture 0 Culture 15 Culture 60

min. min. min.
Without 0.5 0.8 1.7
bacteriophage
solution
With 0.5 0.2 0.1
bacteriophage
solution

The above results indicate that the bacteriophage EK99P-1
of the present invention not only suppresses the growth of E.
coli type K99 but also even destroys them, so that it can be
used as an active ingredient for the composition formulated
for the purpose of the prevention of . coli type K99 infec-
tions.

Example 5

Treatment Example of E. coli Type K99 Infectious
Disease Using Bacteriophage EK99P-1

Treating effect of the bacteriophage EK99P-1 was investi-
gated in pigs infected with E. coli type K99. Particularly, two
pig groups were arranged and each group had 4 weaning pigs
at 25 days of age. The test animals were raised separately in
laboratory animal facilities (1.1 mx1.0 m), during which
experiment was performed for 14 days. Environment was
controlled in the thermal insulation facility. Temperature and
humidity were regularly controlled and the floor of the pig
room was cleaned every day. On the 7 day from the experi-
ment started, all the pigs were orally administered with . coli
type K99 solution. The E. coli type K99 solution for oral
administration was prepared as follows: E. coli type K99 was
cultured in TSB medium at37° C. for 18 hours; The cells were
recovered; and the recovered cells were diluted in saline (pH
7.2) at the concentration of 10'°® CFU/ml. A day after the
administration of E. coli type K99, the pigs were orally
administration with the bacteriophage EK99P-1 (10 PFU)
(bacteriophage solution treated group), twice a day, by the
same method as used for the oral administration of £. coli type
K99 solution. The control group pigs were not treated with
the bacteriophage EK99P-1 (bacteriophage-non-treated
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group). Feeds and drinking water were equally given to both
the control and the experimental groups. All the test animals
had been observed every day since they were administered
with E. coli type K99 to see if they had diarrhea or not. The
condition of diarrhea was examined by using diarrhea index.
Diarrhea index was made by Fecal Consistency (FC) score
(normal: 0, loose feces: 1, moderate diarrhea: 2, and explosive
diarrhea: 3). The results are shown in Table 2.

TABLE 2

Diarrhea index

Days after E. coli type K99 administration

0 1 2 3 4 5 6
Control group 1.0 1.5 1.5 1.25 1.0 1.0 0.5
(bacteriophage
solution non-treated)
Experimental group 0.5 0.5 0.25 025 0 0 0

(bacteriophage
solution treated)

The above results indicate that the bacteriophage EK99P-1
of'the present invention is very effective in treating infectious
disease caused by E. coli type K99.

Example 6

Preparation of Feed Additive and Feed

Feed additive containing bacteriophage EK99P-1 at the
concentration of 1x10° pfu/g was prepared with bacterioph-
age EK99P-1 solution. The preparation method was as fol-
lows. Maltodextrin was added to the bacteriophage solution.
Trehalose was added to the solution at the concentration of
5% by the total volume, followed by freeze-drying. The dried
feed additive was pulverized to fine powder. For the drying
process, either reduced pressure drying, drying at elevated
temperature, or drying at room temperature could be used.
For the control experiment, bacteriophage free feed additive
was also prepared by using buffer (10 mM Tris-HCL, 10 mM
MgS04, 0.1% Gelatin, pH 8.0) alone which was the same
buffer as the one that was used for the preparation of bacte-
riophage solution, instead of bacteriophage solution.

The above two feed additives were mixed with feed for hog
respectively at the weight ratio of 1:1,000.

Example 7

Preparation of Water Additive and Disinfectant

A water additive and a disinfectant were prepared by the
same method because both were formulated in the same form
and have only difference in their use. The water additive (or
disinfectant) containing bacteriophage EK99P-1 at the con-
centration of 1x10° pfu/ml was prepared. The preparation
method of water additive (or disinfectant) was as follows.
Bacteriophage EK99P-1 was added to the buffer which was
generally used for the preparation of bacteriophage solution
at the concentration of 1x10° pfu/ml and then well mixed. For
the control, the buffer itself was used as the bacteriophage
free water additive (or disinfectant).
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The prepared two different water additives (or disinfec-
tants) were diluted with water at the ratio of 1:1,000, resulting
in the final water additive or disinfectant.

Example 8
Investigation of Feeding Efficacy in Pig Farming

Improvement of feeding efficacy in pig farming was inves-
tigated by using the feeds, water, and disinfectants prepared
in Examples 6 & 7. In particular, this investigation was per-
formed by observing death rate. 30 piglets were divided into
three groups (10 piglets/group) (group A: supplied with the
feeds: group B: supplied with the water; group C: treated with
the disinfectants). The investigation was performed for 4
weeks. Each group was divided into two subgroups of 5
piglets. Those subgroups were either treated with bacterioph-
age EK99P-1 (subgroup 8) or not treated with bacterioph-
age EK99P-1 (subgroup (2)). The test piglets were 20 days
old. Each group piglets were raised in an isolated cage sepa-
rated from each other at regular intervals. Each subgroup was
sorted and marked as shown in Table 3.

TABLE 3

Subgroup sorting and marking in feeding
efficacy test on pig farming

Subgroup sorting and marking

Bacteriophage Bacteriophage
EK99P-1+ EK99P-1-
Feed A- A-
Water B- B-
Disinfectant C- C-

The piglets were supplied with the feeds prepared in
Example 6 and the water prepared in Example 7 according to
the conventional method as shown in Table 3. Disinfection
was performed with the conventional disinfectant and the
disinfectant of the present invention by taking turns, three
times a week. The day when the disinfectant of the present
invention was sprayed on, the conventional disinfectant was
not used. The results are shown in Table 4.

TABLE 4
Group Death rate (%)
A-(D) 0
A-(2) 40
B-(1) 0
B-(2) 40
c-(1) 0
c-(2) 40

From the above results, it was confirmed that the feeds,
water and disinfectants prepared according to the present
invention could help to reduce death rate in pig farming.
Therefore, it was concluded that the composition of the
present invention was effective in the improvement of feeding
efficacy in pig farming.

Those skilled in the art will appreciate that the conceptions
and specific embodiments disclosed in the foregoing descrip-
tion may be readily utilized as a basis for modifying or
designing other embodiments for carrying out the same pur-
poses of the present invention. Those skilled in the art will
also appreciate that such equivalent embodiments do not
depart from the spirit and scope of the invention as set forth in
the appended Claims.
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SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 1

<210> SEQ ID NO 1

<211> LENGTH: 44332

<212> TYPE: DNA

<213> ORGANISM: Bacteriophage EK99P-1

<400> SEQUENCE: 1

tataatccca cttagatggce agggccgtet cctatgttge cgatggtegyg cgcatatgea
caaaagggct tatatcatgg cagaaattaa agttaaagge cgtcgagcta aactggacgg
acgagtagca gttaccccge gecgtaaacce aggcgagcaa accgagcata ccaatctegg
acctgaaatc gagtacggaa agcgccgtaa aggcggcaaa tgtggacgece ctactgacta
ccgatecegtt tactgecgacce agettegeceg ctattttgece gacgccgacyg cctggecaggt
caactactce gataaaggcg ctgcgcaagt aatccccege aacaaaatgce caaccttegg
cagatttgce gcggaaatag gtgtgggegt tgectgectyg taccgetggyg cgcgegcaca
tgaggagttc gccgaggcta tggcggacge tatggaattyg cagaaaactt tcctgatgga
agctggegge gtgactatcg cggcaggett cgegacctte ctgctcaaag ccaaccacgg
cgtacgcgac gatatcccac tggatgacga cgaagatgat aacggcgacyg tcgttgtcga
acctaccgge aaaggccagg gcgaataatg cgtaactatg ctgcagaaca ccgcgcactg
gaacgcgcega tcegecgaageg caaccgacca ccgegeccga cacgcegttge gecaggceggtyg
cggctttace agcectgattg cctaccgecac caggtcgaac tactgcggga cacgaagact
aaaatccteg gectgtgtte cggcettegge ggcggcaagt catgggtege ageccgtaag
gtaatccage ttttaaccct gaacccgggt catgatggca tcgttacaga accgactatt
ccectectgg ttaaaatcat gtatccagaa ttggagaagyg ctttecgacga ggcetggette
cggtggaagt tcaacaagca ggacaagatc tatagcgtte tggtgaaagyg caaatggacce
cgegtgatet gtgaatcaat ggagaactat acccgtctga teggggtcaa cgcegegtgg
attgttgceg acgagttcga caccacgaag caagacgteg caatggcegge ttatcacaaa
ttgcteggte gtcetgegtge gggcgtggte cgtcagtttyg tcatcgtate cacgecggaa
ggcttceeggyg caatgtatca aattttcgag gtggagaagg atagccagaa acgtttgatce
cgggcgaaga ccaccgacaa ccaccattta cecggcagact ttatcgacac gctgegcagt
cagtacccgg cgaaccttat tgacgegtac ctgaacggece tgtttgttaa ccttacgtceg
ggcgeggtgt acaagatgtt taatcgcgag gagaacgcca gcaccgaaga agtacaaccy
gaagacacgce tgattatcgg tatggacttt aacgtcacga aaatggcggce ggtcgtgtat
gtaagacggce agcgtaccac cgagaacaag gagttccgeg acgagattca cgecgtggat
gaattcgtgyg acctgtttga taccccggcet atgattgaag cgatcgagga gegctacccee
gatcattgeg ctgccggtaa ggtegtegtg tacccggata gcagtggcaa gtcegegtaag
acggtcaacg cgtcegtegte cgatatageg caactggaag acgcaggctt cgaggtggaa
tacgacagcg ttaacccacc ggtgaaagac cgattgateg cgatgaatac gatgatgtge
aactcgaagg gcgtgcgeca gtattttgte aacctggata aatgccctac actagcgaaa
tgtctggaac agcaggttta cgacctgaag aaaggcgage cggataaaac cgccggtgtg
gaccacatga acgatgccge gggttatcca attgcgcacce tgttcccagt gattcgecca

atcgecegttyg ttecaactgt agacttctac taaggaaacg accatgaccg ttaacgttga

caaccagcac ccgctetatg cgegecatege gecagagtgg aaaatgatce gtgattgtgt
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ggcaggggayg cgcgecgtga aggegtgegg ccccttgtac ctgectcatce cegecagtgg 2160
cgacaacact gacccgaaag cacgggcgag atataaggeg tataagcaac gcgcetgtatt 2220
cctgaacgcce accgcccgca cacttaacgce actgttagge gttgecctteg ctaaaccggt 2280
aagtctggac ctttccgggg cgattgcgga ccttattgac gacgtagacg gcagtggtat 2340
gccgetgeeg caactcecctge gcggtgctat gtcggaagtyg ctgcaatcag gcegtgeggyg 2400
ctttatggtg gactacgatc gccaggcgca ttttgatgag ctgggtaacg tagtgccgca 2460
gacagcceget gagatggcegt cacaccgecce acttatccge ctgtacacgg cagaacagat 2520
catcaactgg cggcagaccc acggcgtaga tacgctaatt gtgctaaagyg aaacggacga 2580
aatcagcacc gaagacccgg acgacttcge aaaccacgaa dgtaacaatat ggaccgagcet 2640
tcgcatgatt aacggtgcgg cacacgcccg ccgetggttt tataacgcgg acacgtccga 2700
ggtgcaaatg gacttgccge gtggattcac ccgcaccgac ctggtgccgce tggtggatge 2760
ctccggtaag gcactgacte aacttcecegtt ttgetggtgt ggcgcggtgg acaacaacgc 2820
gacgccagac gccgetcecge tggcagatat cgcatccatce aacattaagce actacaacgce 2880
cgaagcggac gtcgecgaga tcgcgcacat cgtgggcecaa cctaccctgyg ttgcgacggg 2940
cttgactcaa tcatgggcgg acaaaaacct gaaaggcgge atcgegetceyg gagcgactaa 3000
gggcgttatt ctcggtcaga acatggatgce taaactgatc caggccgagg agcgcaactt 3060
gtctgttgca ctgtgtgage gacgcgaatt gcaaatggcet aaactgggcg cggccctggt 3120
tgagaagggg actgcaccta agacggcaac cgaggcggece tacgatgege agactgataa 3180
cagtatcctg tecgcttattg ccagtaacgt tgagaaggct ttcaaccgtg cgctgcaaat 3240
cgtgcagcta ttcacggggg acaccgcaga tcaacgtgta acgctgaata agttctacac 3300
cgagatcacg gttgatgcac agcttatgac cgcgatgatg gcgggtgtge agacgggtac 3360
ggtcecgectyg geggacttca tcaagtggat gatggcgcag ggcgtcatcg acgactcgca 3420
aaccgtcecgag caggttgaag acgaattgcg aaatcagaat ccattgcctce aaatgtccce 3480
ggatgcggta gaatctaccg aagaagaccce ggacaaggta gcggacaatg gcgaagacaa 3540
ttaatcaata tatggcggat cgaatgattc gccgacacat cttcacccag cgcctgagta 3600
atgaccaggc gcggcgggtg ctggctatgt gggagaagtt ccggcccacg ttactgggta 3660
agctgaccga gttacttgat ggcaaaaagt ccatgaacaa caaggcactt accactctgt 3720
taacgcaact cgacaagacc gtcaaaacgg aactgcgcac cgagtttaag gegttggetg 3780
aaagccttca ggagttcgece gacaccgagg ccgattatct cgccgacaca ttaacggcag 3840
cgatccagcce ggtggtcgece gtacctgcegg tcgaggtggt tggcgtagtg accggtgcetce 3900
agatcgcagce tactgcaatg aaaaacccgt tccagggtaa caccatgatg cagtggcccg 3960
attcactttc cgagtggacc aggacgcaga tcggcaatca ggtgcgcgece ggattcatcce 4020
agggcaagcc gacgatggaa attatcgcgg atgtgaggcg cacgctaggce ggtcgtagtg 4080
cgcaagcaat ctcaagcgtt gttaagtccg cggtcaacca ctatgcggeg accgceccgceg 4140
aattaatggt aaaagctaat gacgatattc tcgaaggtcg ccaatggttg gctacattgg 4200
acactcatac ttccccaatg tgccagctac gcgatcgect gttttatcet gttgacgtca 4260
cteeccgacac caaaggcaag cgcggcggga aagtggtgge gggatcacaa tatggegetg 4320
gaccgggcaa gctgcattat tgctgcegtt cgacggagac gtggaaagtt aagggcatgg 4380
aagattggcce cagtggtaag cgtccggcac tgaagcctga cgcgggccga ttgctgagtg 4440
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agcaggtcga cgcgcggact gatttcecttcet catgggtgca gecgccagceg cgccatatcce 4500
tggaggaatt atatggagtg caacgcgccg accagattat gecgcggcgtg aaagtgccga 4560
agatgtttac cgattctggc gaactgatga ctattgcaca gcttaaaaac cgggggctat 4620
ggcgtgatta agtatgcagce tattggactg gttataggtc tggcggtagg attctggceta 4680
ggtgactcct atcgegetgg cgtagtggeg gaggcggege aagaagcgca agccaaagec 4740
caacggcagce aaactaaagt tgttgagcga tcegtgcagg ccgaacaage ccgcgacgta 4800
gaataccgga ctatcacgaa agaggttgtg aaatatgtta cgcgtcctaa ccgtcectgat 4860
tgcagttttg atgctgagcg cgtgcggatc aagcagcegtg ccgttgatge cgctaacgga 4920
gtcggcactyg cgaccgecgt gcaagttcecga taacccgtec geggaccceccg acgaagattt 4980
gatgattgac gtgaaaaata tggaatgcgg ggcgaagctg agggcgcagg tcctggagtt 5040
gcagcagata attcgggggce cgtaatggcec ccecttttatt agcgcggaat accgcagatt 5100
tcgtttaacg tecttcacgte cagtgccacce gcecgtggact teggecttgte cgggtatgga 5160
ataaactgtt ccacttcagg ccacgccttg atcagcttet tatcggtatt gtgcatatcce 5220
agcacgccgg tcacagtcag cttgaatgcg tcatactteg cacgcaactce geggcgggcece 5280
ttgtcgttac ggtccaggeg cttgcagaaa tcatggtecg ccgggtagte tatacgaccg 5340
catgacttat atatcggcag cgctttccca tcctegteca cttcegcacac agaagccagce 5400
attacttctt cgtaccctgg tacaatatcg ccgagatctg gagatagcgt attcatgtat 5460
ttatattcce agtatccgeg atgtactcgg tattgtegtce cgtcaccget caatgacagt 5520
gtgcgcacat ttcecgcccge gttgattteg aaagtggcgt cgtaaacgct gccgatgect 5580
tttgggceggt cagcattata tctatacgtce gcettgttgg tgtatacget tactccgtac 5640
atctgcgacg ggtcatcgec gattgcttta atgecgcgega gtagctcgge gaaagtgcga 5700
atgcctteeg gecatacagte cagcgtaatg gcgtacgcca ggtcgegcga gtccatcatg 5760
atggatttgg cttcggtege gatttcatgg tcgcgcagga tgttagccag aatctggttt 5820
ttaatgtctt tcgtcagtet catttgtgtg tcectectttta gtggttgtat aattcgccgce 5880
gtgcgtcgge atcttceccatt tggtgtagtg cgtgtttctg gtectggcaa ggaatccage 5940
gttcctctaa tttatgccag aagtaaaaca ccccgttate cagcttaatc tcggcaatac 6000
cgttattgaa agttagcatt ttgttaccct catttgttgg tatgcaacca atatactgca 6060
accaatccac caatgcaagc aaattttgcg attattttta tcgctgataa tattagaagc 6120
gtgaagtcga gcgggtggce tgctctgcca caatcccagyg gggatagcat gaaacttact 6180
aaagcagaat atgacgcgtt gccggaaggt atgaaggcegce tttttgttge cgatggcgac 6240
gggtataaat caacgttcat gaccgcagaa gaagtacagg cggaaatcaa gggtctgaaa 6300
gacaacaacyg ctaagctggt gagcgagaag aaagcagaag ctgaacgccg cgcecgaaget 6360
gagcgecttyg cgaaagagaa agaggaagcc gccgcegegea aaaatggcga cctcgaageg 6420
atcgacaagt cctggaaaga taagtttgcg aaacacgaag cagacacatc gggaaaaatc 6480
gaagcctace gcaagcagat ccacgatcta accatcggca gegctgcecaa agacctggeg 6540
tcgaagetgt tcggtaagaa tgcgggcatc atgcaacgcce acgtaatgga ccgcectgacg 6600
ctggaagacg gcgaagacgg cagcttgaaa gtgcgagtet tgcaggatgg caaaccgtcce 6660
gcgetgacta tggaagagct ggaaaaagag ttccgtaata acgccgattt tgcatccegte 6720
ctggctggea cgccagecgg tggcgegect agcaaaccga cgcaggttgt cgaagatgtg 6780
aagtcgaaaa tcactatggg ccacagcttc ggtatcactg accttacgaa acaggcaggt 6840
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gaaatcatcyg ctaagatggg cgacgacgag taagcagatt gcccgcgaaa gcgggcaatt 6900
ttgcgagcge gtaaatctaa ggtaacatta acgtcactgg gcgaatgctce acaactcaaa 6960
ggatttcgat atgtctttaa cagtgttcca gcgtaaactc gttaccgegg ttacgcaaat 7020
gatccccgac aacctgaacg ttttcaacge tgccgccaat ggcgcetgttg tteteggtac 7080
tggtgaagtg ctgaaggacg ttgtagaaaa aatgtccgta ggcttgatcg ccaacctegt 7140
taccgaccgt aacgcctatg cccctgtcegg tactccggeg accgcaaaag tgctggcgceg 7200
tatgctgacc aactccgtca acctgtccge gaaagtgggt ccggtagcaa tcactaaggce 7260
tatgatggct aaaatcgaaa ccaacgttaa cagcgttgcg gctgagattg cggcacaggce 7320
tactcaagcg attatgctge attacctgaa ggctggcatc ggcgcaagta aagcggcgat 7380
cgaaagcaac gcagcggcaa aatacaccca accggcegege gttgacggeyg ttggeggteg 7440
tacctteceg accctggcag acttcccgcet ggeggcttet aagtteggeg atcaggcgtce 7500
tttgattaag tcctggttta tggacggcgt tacctgggca aacttcattg cgtaccaggce 7560
actcccttee geggaacagg tattcgcaat tggcgatcett caggtaatgg gtgatggect 7620
gggcegtegt ttcattatct ccgatgecge tgctgatget atgggcacgg gtaacatgcet 7680
aggtctggtce cctggcgegg ttgccgttac caccaacgge ctcgatatge tggcgcagga 7740
gaaaggcggt aacgagaaca tcgaacgctg gtggcaggge gagttcegact tcaacgtgge 7800
tgttaaaggc taccgtctga aggcgtccge tcgtacaccg atcgaaggceg tacgctegtt 7860
caagctgtcg gatatcacca cttccgctaa ctgggaactg gaccagggcce aggtagacaa 7920
cgcaccggca accgtgcagg acgttggcga tgttggtgat ggcgatacta aaggccgtcg 7980
taagacccag gcagcacagg cagtgccgac cegtcacate aaggaaaccyg ctggegtact 8040
ggttacgctyg acggcgacta ccgecgtcetta acgggcgcac atcccaaatg ggcgggctta 8100
tgccecgectt ttttatagga gcaaataaga tgtatggcga cccgcaaacce tttgtcgatt 8160
atgccgetge gecgaggcgtt gaaattacgce tgggcgatgce aactcgacac cttaccgtceg 8220
ttaatgactt ccttaacggc atcaactgga tcggcgaaca agcggaccag accggaatcg 8280
acgcatggee ccgcatcaat tacccatcgg acggtaagec ggtgcgcegac acgctaaccyg 8340
aagtcgtgge ggtagtgcct gtcgggcaaa tcgtagactt tgcatcaatce ceccgttgecg 8400
ttgagcaagc tgtttaccgg ctggcgetgt tggtggcecgga cgagatcgat atttctececgg 8460
tcggcgatgg taaagagact atccgcgaaa cggtcggcecce gatcacgatg gaatatgacc 8520
cggcgtegat tggtagcggg gtgtcecgttcee cgtggtggga tggcttgtta ggccactggg 8580
ttgattcagg cggcaacgcc gcaggcaatt tcgacgtatt cagggggtaa tatgaatcct 8640
gcattacteg cggcgataat cgccgccaac actaaacagce cgccggaaca agaaccggag 8700
ccagaacaag tacaaccggc acaggagagc gaagaagatg gcegggcttta attacgcagg 8760
attaaagcgg aaagtgaatc cgctgattaa aaaattcggce atgaccgtta cggttacgceg 8820
tcegggateg gttgaccgtyg tagacggcga cgaagtggta atcccgccaa cgtcecgtttga 8880
cgtcateggt cttcecgcgagg agtacaagcce tagcgagatc gacggaacgce gtatcgttgce 8940
cggtgatgtg aagtttttat gtcgggecggt tgagcaattg cgggtgggceg accttgttaa 9000
cctgaacgge actgactacc gggtcgtcaa cccgaaccca ctgcaaccgyg ctggcactac 9060
catgctgttt caactacagc taaggggcta acgtggctga agtctactca ttcgecgeca 9120
ctattgctac gtgggtggat aagacgaagg agaacaacga taaggcggtg cgggcgtacg 9180



19

US 9,211,309 B2

-continued
gtatgcaaat actcggacgc cttattgaaa tctcceccggt gggcgatcce cgeccggtgga 9240
agattaacaa ggcttacgcg atggcccgece agcacgcgaa caaggtgaac gccgcacagce 9300
geegcaagaa tggcggcaaa ctgaagcgceg ggcagaagaa gcacgccagt gtgcetcatcet 9360
cattcaaaac taaaaacggc aacgtcacgt tccgccageg tggctgggece gcgaagaatt 9420
acaccggtgg gcgcttcecegg ggaaactgge aggttacgtt cgaccgcceg getgteggeg 9480
ctattgaccg cgtggacaag gccggaactg caacattagce cgcggggcgt gaagtgctgg 9540
cgcattacga ttccggtgaa tacgggtcga tctggtttac taacaatgtg ccgtatgegce 9600
agcgacttga gtatggctgg agtaaacaag cgcccgeggg gattgttcecge gtegtagegg 9660
cagaaatcaa ttcgaaggtg aaataatgag caatactcta atccgcaagg cgcttaacag 9720
cgttgtcecgaa gagctatcgg ttagectgag cactagegeg cgcccgataa aggttaactg 9780
ggagaacgtg agcggcgacce acgcaaacgg cagcggtgtce tacctggaac catatttget 9840
tceggececeg acccagtttyg tgggettcecca gcagaagggce cggatctatg caggegtgta 9900
tcaggtcegee gtggtattte ctgcgggcac gggcacacag tacgcgagceg aactggcgga 9960
cgccategeg acgtcectgata agtggegggce cgtaagactt accggtgctg cgttecaget 10020
tcaggacgcg ccatacacca gttcggtgat tgaggatgtt gatcgtgccce gcatcegtggt 10080
tacagtaccc tacacctgtt gecgcctgatt tggcgcaatt ctatgegtge ggtatcatta 10140
atccgtatat ctaaacagga gcgtcattat gggttatcaa cttcectaacg ggtccagegt 10200
ccagattggg tccgtactgg gtagcggcat cgctgttacg gcagctacca acgccecgccge 10260
gtctatctet gatcttacga aaggttgcgt tatcacctge gceggcttcectce atggectgaa 10320
agtcggcgac gtggtaatgt tcactaaaac cccgtgggta cgtgcgctga accgagegtt 10380
catcgtgggt aaagtggcta ccaacgacgt tacgctggcg cgcttcgaca cctcggacgt 10440
gaccaaatat cctactggcg cgtttggggce aggcactcceg ggcgaagtgg tgaaggtgte 10500
gagctttatc gacttcecctt tcattactaa cgttgccgta tcececggtgggg atcagcagac 10560
gaccacctte cagccgttac aggtgaacac cgcaatcagt ctgaacacca cgaaaaaccc 10620
gtttgttcag acttacacct tcacccacga cgaagaagac ccgatccgcc caatcctgga 10680
agacctggac ggcacacaga aaaccactgt gattaagttc actaacccgg cagcggcaag 10740
cggcaaaggt gagatccgta tttacccggce taaggtatct ttccagaaga ttccatcgge 10800
tgaagtaaac aacgtggaga cggtggagtc caccctcact atgcagtccg atatggttat 10860
ttaccgtaag gacctggttg aagcgctgtc gtaatttggt cgcttaaata gecgggtgtta 10920
atatggggcce agtacggccc cttttttatt ggagaattac ataatggcta aagcaccact 10980
ctttacactt gaccctaaac cgacttttaa gctaccgatt gagatcccge gecccecggaga 11040
aaacgaacct ggcaaaatga cgtttaccgt gcgccaccgt ccgatcgacg agttttegeca 11100
gaccatgcag gatactgagc gcaagttgtc agaatatgac gacaatgacc cggacggctt 11160
taatgttatg gtcgaggcca tcatgcacgt cgcagaaggce tggaatctgce cggacgaatt 11220
taacgcggag aacgtccgec gettggtggt caactacccg cgcgegtteg gegtgttcecca 11280
tacgtcgtac tatctcgaac tgatgggatt gcgtgaaaaa aactaattga ggcggcgcga 11340
cgcttttatg gecccgecgee accctecgaa gatttagecg cgagtttatg gggcgecgaca 11400
cctgaagacg tgtgtccgec cgttgegetg tggcccgaca acgcgaaggt agtcgcagte 11460
ttcacagatt gctccacgca atggcgtacce ggatttggcg gggcatacgg catcgactac 11520
ggcgtactgg aatggttatt taagatgcac ggcatcgaaa acgcgcaacg tgcgtttaaa 11580
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gatatcaagc taatggaacg cgttgcgctg gatgaaatgg cgcggcagaa ccccgcataa 11640
cgaagcggga caggcgggaa gtaccgtttt gtcccgecte tgtaaaaccg catatctaat 11700
cactttcatt gcataaactc aaagcgggac aggcgggacg tcccegttttg tcacgecctg 11760
taaatgtgca tacctatgca gatttcgtgce ataaaccaaa cgggacagaa agcgggacaa 11820
acaagaggcg ggacaaagcg ggacagcacc ccgtcccage cagtgectgece geggttttca 11880
gccgatcggg acagcgggac agcaccccag tcetttcagac tagacggggg tcagtggcece 11940
ccetegtetg agactgaata aggtttgttt tgaaatcgct gatacaatat ccatcggcaa 12000
ctgcataaaa aaggggactg cataatggca gatcaggcag caggcatcac gctaaaggct 12060
gatgttgcac aaatcagaac ggcaaatact gtgctggact ccttcgcaca gaaatccgag 12120
aacacagaaa acaaggttaa gaaattaaac gacaccctcg gcaaatccaa aaaggtgacg 12180
agtgacgccg cgggcggaat ggagaagctg gcgactgaat cgcagecgcege cgccgatgge 12240
atgacgaaac aggagcgact tgccaacagg ttaggcatgt cgaccaaaaa cctgggcttt 12300
gcctegegta acgecgcatt ccagttacag gatatcgcag ttacgcttga gatggggatg 12360
cctgttcace gegtcatget tcagcagtta ccgcagctaa ctggggegtt tggcggactg 12420
ggaaacacgc tgcgttatgt cgtcecggcaca ctcggcccgt tagggattgg catcgctgca 12480
ttaacggcaa cgctcggegt aggggtggca attacgacce gcgcagagaa ccaggtggeg 12540
gcgecttaata agacgctgge gctgtceggt aatatttcag gectgacagce taaccagatc 12600
cttgtgetgt ccgagaacgce cgagcgcatg ggcgggtcat ttcecgcaagac gegtgacaca 12660
atccaggcgce tggcggcggce gggtgtgaaa gcgggtggtg actttggcege attggctaag 12720
gtagtgaatg actttgcgaa ggtgtccagce cagccgatceg aggatgtggt ggceggeggtg 12780
gcgaagctgt caaccgacce ggtaggcegge ttgcgcgcac tggcggataa gtatcacgte 12840
gtaaacgaag cgcagatcca gcaggtacag tcgctggttg atgegggtcg tgagacagac 12900
gcagttgegt tggctaacaa aacagccgct gecgtegttca ccagcatgac caatgagatc 12960
aaggcgaaca tgggcacgct tgagcggtct atgaacgtcg tcacatcggce agctaaatcg 13020
atgtgggacg ctatcctgga tgtgggccgce gcgcagtect ccaatgagtce cgagatgaaa 13080
gcgegcgaat cactacagcg catgaccacg gcatactatg ccgagatgaa agcggtaaac 13140
gctgecggtyg gggtaatgac cgaagcgcag aaagcgcgta ttaacatget ttacagcgaa 13200
ctggtcgecce aggaaaaagt agtggcegtceg ctcaccctge gtaaccgtge ggagcgagac 13260
aacgcceegeg ccgcggacga atcagcaaag gcgaacgagg aggccaaccg caccgcetcge 13320
gaccgcgeceg cgttcgagaa ggagtacgca actaacgcga agaagcgcgce tgacgagatc 13380
gccegectea atttgctgaa taagcgcegge gttatcgacg agaaagagct tgctgaggceg 13440
gtgaagcagg taaacgagcg ttacaaagac cccgccccga agaaggccgce ggetgttege 13500
gtggatgccg gtatgaaaat gctggaagtc gcacggagceg aactggccca gcttcgagaa 13560
tceggcaage agatcgaagce caacgcatcg acgcagacce gaacgcaacg cgctcaageg 13620
gccttaaaca agctgatcge ggataatgag cagttaatcg ccgcaagcaa agaaagagcg 13680
ctaacggcag ccgaaaagca gcaattagtc gagttcggge gcgtgaagga agtccgcgag 13740
cagatcgtcg aagaagccaa attgctggac gcgaaagaga agcaggttaa ggcgcacgceg 13800
cagatcgatg ccttcgttaa gaaccagaac gccgaactaa aagccaccgce cgcgggctat 13860
gcccttteca ctegcgaage ggcaaacctg cgcgaagaat tgcagctaat cgaccgectg 13920
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aagcgtgtag gcgctaacga taccgatatc gacaaggcgg tgtctaaget gecgagaagtg 13980
caggaagcac agaccggcgce taacgcectceg ttatgggatg gattcagtcg cgggcttaag 14040
gatagcgtgg atgagatggg taacggatat acgcagatgg cgtctctcac gaaattcaca 14100
ttcagcgcta tgcaggacac gatgaacgag tttttcgaga ctggcaagct gaacgcaaag 14160
gatatggtta agtccatcct gagcgaatta atcaagctgg ctacctcgca ggcgttcaag 14220
tccategtta gegetttegg tggtgacgge ggcaaaaacg gattgttcecgg cgctatctte 14280
tctggectta ctaagaatgce ggacggcgga gcgtacgcag gaggcaatct cgcggectat 14340
tcggggaaag tggtaagcca gectaccttt ttcagttatg gecgtccagge gttcgectaag 14400
ggcgcetgggt tgatgggtga ggctggaccce gaggccatca tgccactgaa gcgegggcecg 14460
gacgggaaac tgggcgttgce cgcegtctgge gcaggeggtg gtatggtegt gacgactaac 14520
gtttacacgg ggactggtaa aacggatacc agtgtcagcg ggccggaccce ccgtactgeg 14580
caagcgttcg gcaagcaaat aaccgaggcg gtgaaggccg agatcgtgaa agctacgaaa 14640
ccgggtggag tactttacaa acgatgataa aatggcccce acatccatcg tgggggatct 14700
tctatggcac aaggtacaat cacactaacg aacggaagta agaccgtcac gggcgcggga 14760
acggcgttcet tgagcgaggt cgggaaggta cgcgtattcecg cccgcatcga cggcaacgac 14820
tacaccggaa aaattgcggc attcaactct aacaccgtca tcactctggt ggataactgg 14880
gccggtceccaa cgaaatccgg tgcggtatat gagctaatceg aagcacacga cccgcgatca 14940
aacgaatggc cctattactg gcacatgcaa ttgcaaggcg gcggagacgt gcagttgget 15000
ttececggtecg aggaattgca attcggtaac ggttacggac agaacattgce ggacggcccecg 15060
aacgccgaaa cgaaacagtt ccccgtgcaa ttcataggac tgactaccga caagtggtge 15120
aaccctaaac tggtttacaa cttceccttcege gggcactteg taaaaccgtt catcgtcacce 15180
gcgecggatyg gcgaaacagg tttattcegtg gtcgageget cgagcettgtce gtacactgac 15240
aacggacact acacggcaac tgtatccgcc acccttaaga ctgctattgg attcgtaaga 15300
tgaataaact ttatcgcgag gcgacgcgct ttgacccatce gggccgegtt cgcctgatte 15360
acattgacgc gcaggacgtg gaaccaggcg acggcgcgat cggagcgggce catcactatt 15420
ttcattactg ctttattcca cacactgccg aggatattge tgccgetggt ggtgacgagg 15480
ataagctaaa acccaaatca atcttcecttceg gcgggcagga gttcgaattt tggcectteg 15540
atctgtetgg acttaacttce tceccacctcecgg cggcagcaga accgcaacta acaatcgtceg 15600
atattggcgg cataataacc cggctgtcge tgaaccacga ccagctactg ggagcgaagg 15660
ttgagatcat tgatacgttc gcgaagttcce tggacaacgg gacagatcca gacccgacge 15720
agaaacgagt tcaggagtat tacatcgact cgcaggtcgg gcgcaatcct ggcaagcaaa 15780
tcaccttege actatcctece ceccgecggata tggaagggca ggtcegtceccce cgtcgcecaaa 15840
tcatgaatat gtgcgaatgg gcgctcaacg ggaagtacgce cagcggggac gggtgcacct 15900
ggaaccttgc gaagcccggt atcaagtatt acgacgagceg aggtaatgaa gtcattgcga 15960
tgaatatgga ccgatgcggce ggctgtttgt ccgactgcta tcettegtttt gggcaaggge 16020
ttgcggaccce taaagcggcg gtgttggact tcecggtggttt tecctgggtecce aaattgatta 16080
aggggtagcce atgttaacga aaaaggttaa aagcgatatc gccgcacacg ttgcggegtg 16140
tctgcecggaa gaagectgeg gectggttgt catggttggt cgtaagcaag tattcegtcce 16200
atgtctgaac gtattcgaag acccgaccgg cgtgcgctca cgcaaggacg cgtttactat 16260
tagtgatatg gcctggatgg atgccgagga tatgggcgac gtcecgtgcecgeg tagtcecatte 16320
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gcatccggge cagcgagagce ttaccccectce actgggcgac gttaatggat gcaacggcag 16380
cggcgtagtce tggaccatca ctaacgaata tggcgacttt atcgagatcg accctgaaga 16440
ccegecgetyg gtaggccgece gatttgttet cggaattacg gattgttacg gectegtaat 16500
ggactggcac aaaaagcagg gagtaaacct gccagacttc cgcgtgcegt ataactggtg 16560
ggagacaggc gaaaacctgt atatggacaa ttggtacggt gcgggcttca gggaatgcga 16620
ggagaatacg cctggggcga tggtcatcat gcagattage gcgectgtgce caaaccacgce 16680
agggatattc cttccgggca accaactact acaccatatc tacggcagtc tgtcgagegt 16740
agtccecectte cgggcaggat ttttceccecgcga caatgtggtt aaatgggtcce gtcataaaga 16800
cctaccgggg gatatcacaa aatggcaatg accacgttta aattgtacgg cgtcttaggg 16860
cgtegttttg gtaaagtgca taagctggac tgcttcacac caggcgaagg actcaccgge 16920
ttgtgtgtga agctgcctgg gttacaagac tttttaatgt ccgcccacct ggacaacatg 16980
atgttcaagg tgcgcaaagg cgaccacaca atgaccggct atgatgagct aggcgagttce 17040
cacggcaacc gcgtecgttac catcgcegcecg gttatgactg gcgcaaaaag aggattgggg 17100
caattgctgg cgggtgtcge gatcgtagtg gcgtcecgttet atacgggcecgg acttgctact 17160
gccgettteg gggcecttegge tgcaaccget gecgectateg gtacggctac attttegttt 17220
ggcatgtcege ttgegetggg cggtgctatg caattgctgt cgccgcagcece gaaaggattg 17280
cagacceggce aggacgtgga taacaaagcg tcgtatgegt tcggcggcecce tgtaaacacg 17340
accgcgcaag gtacggcgcet tggtgtatta tggggcgage gtgagatcgg cggcgcetatt 17400
atttcagccg gaatcgtaac cgaggatttg aacgaatgac gattgtctat gacgtcacag 17460
gccataaagg cggcggtggce aaacagcaca ccccacagga gacacccgat agectgcatt 17520
cgctggctaa aatccgcatce ttgcttgege tgggagaagg tgagttcgaa ggtattccag 17580
accctaacga attacggcgg cgcgtatatce tggacggaac accgatccag aatgcagacc 17640
tgtctgaaaa cttcccagge gegcegtgtgg agttccgece cggaacacag caccaggatg 17700
tgatccacgg attttcagcg gtggaaagtg agcaatctgt cggcgtaaaa ctggaaaacg 17760
gcacgcegtyg ggtgcgecag attaacgaca ccagtttgga cgcecgtgege attegcatcecg 17820
gcattcecgge cctgtacaca aacgaagata atggcgacct ggtgggcggg cgcatcgact 17880
ataagatcgt tgtgtatacg gataacgcgg acccgcgtga gttcagattc gecgecegttg 17940
gtaaaacaat gtcgctatat gagcgtgacc accgcatcga gctaccgtcg aacgtgaata 18000
ccggttggeg cgtggaagtt caccgcacaa cggcagattce cacatcggcg aaagtggtga 18060
acgatattca ggtacaatca attactgaga ttatcgacgc ccgcctgcegt tacccgctaa 18120
ccgegetgtt gtttgtggag ttcgacgcca aagcgttcecca gaacatcccg cgcgtgtcca 18180
tcaagtgcaa aggccgcaaa gttctaatac cgaacaacta cgatccgatt aatcatacat 18240
attccgggga ctgggacggce acgtttaaac gcgcatggac ggataaccct gegtggcact 18300
ggtacgatat ttgtattact gagcgcttcg gecteggteg gcecgtatcaaa ccgcaaatgt 18360
taaaccggta cgcgctctac cagattgcge agcgctgcga tcagttggtce agcgacggca 18420
acggcggtcg agaaatccgce tttaagaacg atatgtacat ccagtcgcag acagacgcct 18480
ggaccgtgcet taaggattta gcagctatct ttgccggtat gacttggtgg ggaaaccaga 18540
tgttgaatat cgtaagtgac cagccggtcg cagcggtatce gcacactatc accaacgcct 18600
cggttattga tggcagattc gactacgcgt cagggagcca gaaaactcgce tattccactt 18660
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tcgeggtage atacggcaac ccgaaaaacc actacgacga tgccatcgca acgggacaac 18720
gtgtcgaact ggtacgccge cataagatta accgtctgga tataacggcg atcggctgta 18780
cgcgtgaatc agaagcgcaa cgccgggggce actgggcegct aatctccaac cagcttgacce 18840
agcaagttag ctttaaggtt ggcatggagg gactattctt tattccgggt agcgtagtcg 18900
cgatcgceccga tacaaacatt tectggtggcet tcgagacacg cggcggtcege ctgttgtegg 18960
accctggcac gecgtaccgtg cttaacacgg acagcgaaat cacgttccge ccaggagata 19020
aattcctggt acgcaccgat agcggtaatg tggagtctcecg cgagattgcc agcgtcaacg 19080
gcaacaaggt tacgctaaaa accgcactgg atgccgaccc gattccagat caaccgtttt 19140
gcgtggatgg caacgatatc cagttgcaga aattccgcat caccgacctg gaatatgacg 19200
actctaccag cactttcteg gtgcgeggga tcgagtacaa cgatagtaaa tacgatgccg 19260
ttgataatgg cgctcgcctt gatccgggca tcttcacgca agttcecctgac ggagtaatga 19320
aggggccgga gtccgtgacce attacgccegt cgcagattte atcgcaaggce cagctaatca 19380
ccaacgtgga tattgtattc ccgccggtga aggatgccegt ggtgtatgaa atccagtgge 19440
gacgtaccag cttgcagaat atggcggtcc agtgggggaa tgactgggta aacatcccac 19500
gtacggcatc taacggcgcg cacatcccga acgtgtttte cggtaactac caggcacgcg 19560
tcegegegat cggtatggge gagatttcat cccegtgggt gtegtectgece atcacaccga 19620
tcgaaggtcg tcectceggeggg cttaacgcge ctatcatcac caacgcgatt tcecgggactcece 19680
accaaatttt gtggaagtgg aaccacaaca acgccgcgac ggatatttcg tataccgage 19740
ttgaagtacg caagctgggc gaaacggaat ggaagttctt gaccaacgtc ccatatccgg 19800
ggtcggacta tgcgcaaacg tcgctggagt tcggcatcta ccagcagttg cgcecgecccgeg 19860
tagcggataa aatcggcaac ctgtcggact ggtccgeccce gtttgaaggce caggtgagtg 19920
acaaagttga cgagtacatg aaggggcttg atgacgcgtt cttgacttcc gaagatggta 19980
aacacttcca ggaagcaata gacaccattc cgcagggcat ttatgaatca atgctcacgg 20040
acgcccagca gctattcaat geccgegecg agtatcaagg tatttacgca gaaatcaagg 20100
tggcgtataa cgtggcagcg gatgcccaca aggcggtege acaacttgag acgctgatcg 20160
gcactcgect tgacgatgcg gaagcggcga tccacacgtt gcagacagcg caaagcacgce 20220
atgaacaagc gttcgcccag taccagcaaa ctgttgccge taagttcggt gaacaggaag 20280
ccgccatcga tcaggtacaa acggcaacgg cagacgtage gggcgcactg gecggagtata 20340
agacccaggt cgcggcgcag ttcggtcage agtccgcage tatcgagcag aagatgacgt 20400
cctegtttaa ccatgctgge ggtagegcca catatagect taaagcectggce gtgacgtata 20460
acggaactta ttatgatgcc ggtatgcagce tttcagttgt ggcggaaggce ggcgceggtta 20520
aatccecgecat cgcegttcaag geggaccagt tctacatcat gcaccegteg aatgggtcge 20580
tttegtecge gtttatcgtt gacggeggtce aggtgtacat cgacacggcg cgcatcaaga 20640
acgcgtcecat caacttcgca cagatcacgg acacgctgca atcgaataac tggaatccgg 20700
ggagcagcegg ctggcgtate gcgaaggatg gcggggcgga gttcaacaac gtcacggtce 20760
gcggcaactt gtacgcgact acgggtaatt tcggattcte cggecgggtcce gttacgatcg 20820
actcaacggg cgttaacgtg ccattacctg gcggtggtag ggtgaaagta gggacgtggt 20880
aaatgcgaag gggccatctg geccctttet aatacatgtt agggatgact agtaacggtg 20940
tgggtacggt tacattacga ttaggcatct ggaattgctg ccgtgagtag ttaccgatca 21000
cgcgattteg tgccgcecgecta accacgttge cagccatgeg tatccecgcete attcgcacgt 21060
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ggttatatcc getgttgtte tcaatgageg cgccggtata tgagagctgt acgaggcetgt 21120
tgccaatatt ctgaccacca gtgctgatat taattacgga attgaggaca aacggcttat 21180
tcacagtgga gaacgtgacc tggccctggt tgttagtcat agtaatgccg gtcceceggtg 21240
atggcggcgt attgttgaat atcaccaggt ccatatccac cgaagccgcc acatcgtcaa 21300
taccgccata ggacgcattg cggacaataa tactgccgce gtcgaagcect actgatacgt 21360
tgccategte ccatcgggeg aacgggacac cgctaacggg caatgccata ctaccgttga 21420
cgcgcacgceg ctgtgcecgtat cggcaggtca ttagcttaga cacgttggat atggecggtga 21480
agtccgtecga gttctccacce agtaagcccg cgttgcgtga accaaccggce agcacttcca 21540
ttatgacgcce agcccattgt ggtaagccag agtacgcgcce atacgcatcce tecccegegceca 21600
gggtgatacc actattcccg ttgcgggtaa cagacgtaac gtaaaacggg tcgggaatta 21660
ccagggtctg gtcgaatacc tcaatcactt ctaccgggcg agtgagcgcg acgacgacct 21720
gcgacccecete cgtaageggg gtgttaatgg ttagegtctt gttggactgt geccegetggt 21780
taaagctggt gcagtatgac ggcgcgcgga gtccageggt tatctccatt acaggectge 21840
cgtcgttata gtcgataagt attccagcgce ccattattac cactcccgtg atttaactga 21900
tactgtgcct gagaagttgce cgtcgctatce ggatgacage ccggtgaatc gcatgtccac 21960
atctcetgee gggacttttt geccgtcaac gtagcgcaac atgcagctac cgtaagcaac 22020
cgtaacgcaa tcgcecgttgt tgcgttctac ggcgcaaccg gacaacagaa ccgcacaaat 22080
cataattaaa gttttcatgg tatcatctcc tatatttggt tgagttttag tattacaccg 22140
ctcagccagg attgcaacca atttatgagg attcagctat ggcagecgggt acactatccg 22200
taacgaataa cagcaaggcg gttgccgggg taggcacgac gttcaccgceg tttaaagctg 22260
gcgacttett aacgctggtg gtggggcaag tcccttacac tgtcgcgatt gcatccgtag 22320
aaagcgatac cgcgcttacg ctggtgette cgttcgacgg tcccacggca accggecttg 22380
cctgggatgg cgttgcgege gataccatgt cactggcgac gatgggcegtt accgtacagg 22440
cccagaaagce gttgcgattg atgatcgceccg atgaaaacaa ctggcgtgceg atctteggag 22500
acgaagaaga agttacggta acgctgccga acgggcaggt tatgcagggt atgtcegtggg 22560
gctacctgte gcegattactg aaggaagttg acccecgttga aatgcgcgac ctgcaacaac 22620
aagccgecge atcggaagcec gecgcactag catcacgtaa cgaggctgaa ggattcaaga 22680
acgagacggc aggcattcgce gacgccaccg atcagattaa gacggatacg caggcaatcc 22740
acgacgccac caacgccatc aagacgcaaa ccaaccagat taagacagat actggcgcta 22800
ttecgcgacga ggccaaccag attaagacgg ataccggggt tattcgcgac gaggccaata 22860
ccgcgaagat tgacgcgcaa accgccagca ctgccgegca gggatttcege gatcaggcceg 22920
aagaatgggc gcgaagcgta aacgccgata atctgctaac taaaaccggce aacctggcag 22980
gcattgcaga cgctgcggca gcgcgcacca atttaggctt aggtactgtc gccacgttaa 23040
acactgttcce tgtcgctaat ggcggtacag gtgcgaccac ggctgcagca gecgcgcacca 23100
atttaggctt aggtacgact caggttgtat ctttcgggtce agtggcgttg actaacgttg 23160
ttacgggcgce ttacgctage ggttttgggg caaccgtage tggcggcagt tttggggaac 23220
agtataccaa ccccacagca attgctgtag atagcaccge tgtcgaaggt tacattacgt 23280
taatgagggt tacaataccc ggtgtgggta acccgggtgg catggactgce ttcatgtacg 23340
ctaatggtac gtcgttcttc agaataaata ccggtgttgce aaattacgtg tttaacagta 23400
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ctggggtagce caccgctaca cagtggtcga gtacatctga cgagcgaatc gaagaggata 23460
ttgcacggat tgataacccg ctcgaaaaaa tgaagcgtat caaaggtgtg tcatggcgac 23520
tgaagacaaa cggtagtatc ggtcacggtt tcatcgctca ggatgtggag caagatttcc 23580
ctagcgcetgt caatccgtta caagatatgc aattgtccga cggtagtgtc gtaaaaaacg 23640
tcaagtctgt tgacacgtac ggcgtggccg cagctttgca tcatgaagect attctegcac 23700
tcatggctaa aatagaagca ctggaggcca ccatgcgagce gttgccggat acgatgaaac 23760
aggtggagga gttgaaagcc gcacaagcgg gctttcgtaa tattccttte cgtccactte 23820
cactaagggc caatcgttaa caatcacgta cggctcagca atatcctcaa tcacgeccgtg 23880
cgecgctatgt tgtccgaaat ctacgcccac caggataacce ccggcaacgce gacgagtgag 23940
atactcgcga gcgcaacgag cctctaccag tccgcgacgg atgcecgcetgg tggccttaac 24000
ctcataggtc cagacggcat caatcatgtg ttcccggaag tcggggceccgg acttaacctt 24060
gcgettaceg accatgataa tatcgccgeg gtcgatagtg ttagcactaa acaggccggt 24120
acgcattagc aaaccttgecg gtatgcaact acgcccgece gcectgeccct caaggtacat 24180
gccecgcaaac atctcgecca gcacaccgac aagacggctt tgcttgcacg cgtcagactt 24240
taggcgccac tggtcaaact ctatgcettgce gatcattgece gccaggtgga attgtttacce 24300
ggatatttca tattcgccgt acatcgtgtg gtcctcattg atgegggccg aagceccgcga 24360
ttagaattat ttcagtgcgc tacgtaccag tgttttttce atgttacgga aatcttccgg 24420
cgtcatgagg attttggacc catcttcgcec ggtgagcacg accataggct ggacttcttg 24480
gtctgcaatg ccgaaattgg cggcttttac agtcttaccc accgatgcag aaggattcca 24540
cgtceceegeg gtggcgatgg gecaaccttt aaggctgteg tattgegcetg cegttgtate 24600
gacctgaatc tcatcatgta cggtcatgta agactcgccc agcagggcgg catacgccac 24660
cagatccacg atgttatctt cctggtgett acggtgctgg cgcaccagct tcaggcagat 24720
caggaaggtc caggcttcectt getcggtaag gtcgcgaccg gtaagegcegt taaacacgge 24780
agcgatttgt ttagcgctge gttcecttettt cgecgttgtca tagcecgtttt cttteccgeg 24840
ctgttccata gtggtggcgg cgtttttgca gtattcgtat gectttcacag tattgeccctt 24900
tttagcgagg gggcggtaat gcccccgaca cgtttactat agtgcaacca acctattggt 24960
tgcaagtgaa tttcgcaaca tttatcgcegt aaattttcgg gaccaaatca ccacacgcce 25020
gacgaattgc cgcgatgtte ttctcgcaat cttcaatgat gaccagttcc gacacgtceccg 25080
catagcagac cattttgaac acggcgcacg ccttaaactc aggcggcggg gtgtcegtcca 25140
gcatgtggeg cataaacaac cggcctaccg ggaagacctce caattgctcg geggtggtgt 25200
cccagcatte gecgctgcegg ttggtcagat acgcgatcte gaagecttge tectttataca 25260
tgcgcagtag cggcagcata tccatgttca ggtcttegeg gacgtgcecgece ttgtgecact 25320
tcgcccagaa ggtggattta gtttttatge ccggcaccag gtcecggegcege gcatcegettg 25380
acccattaat aacgccatcc agatcacaaa tcagtaattt catttcaatt cctcaataag 25440
ggtgtatcgg gcgctgegeg cggtgtaaga gttgcacacyg aaatgacaac gtcgggtaat 25500
gacaagccac ccggtaaggt ccatacccag gaggtgttca ggccgtgaca cgcgacgcac 25560
acgatcgcgg cgcgggtcaa tgttatagte tttttgcatt tggtctacga ccgcgtggte 25620
gcggtcaacyg attaagatat tcatgtaget cactctcecget cattatttca atttgtgcege 25680
tgccgetggg cggcgctteg tcaaagatta tcaactgctg gcacttgtta ttgcteggee 25740
cgacttcacc ggttacagcg tgtataaatc ggatacgcca gtccagaaga attatcaggt 25800
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ttgcagtctt ccgggccage tttgcccact tcecgtcgacgt gtcectgattce agcagcatga 25860
cggtceggeg teccgtgcecget gegcacttga cccacggcag cggatcggaa tacggegggt 25920
tgcaccactt ccaccctttce aactcagacc agtccgcatce gagcegegcetg tgctetgeceg 25980
tgaagtaacg cggtagcagg tggttggtgt cgcttgccge catatcgtaa cggaatcggt 26040
acttacggcg cagcggttta aataaagctg gcggcgtgcg ccagctatct ttttgetcac 26100
tcttectgecat gatctggatce tatcgegtac agggcaattt tcttattact gtttagaacg 26160
cgttgcacgce getttgatte cteggtgceccecg agtggtcegge agtcecggagta gtaagacccecg 26220
ttececctegee acgcaaccag caccaggtcet ttcecggtcaa tcecttagactg geggecectte 26280
ggacgcacgt actcctcgge ccgtttgcaa tgttcacgca aaccatcggce agtgatgcegg 26340
tttagtgcaa cgctggtggt gtatceggtg cgctgcataa tccccatcaa ttcgaatage 26400
agttcgaagce gctcectctag ctectggege actttcettet cececttcata tagegtectgg 26460
ttggtgtceg ccaacgcgtt cgcacgttceg gcecctgttege gggcttcgag gcattgegeg 26520
gcccagtagt ttttcetette ttgtaaaatt ttcatttatt taagctcegt tgtgcgaatce 26580
tcatcgcgag gaataaattt gccatccatt tcaacccage agacaccgta tcgccattgt 26640
gtgttacggc ctgtttgcte ggggtacaca gecctecgcatt cgtagcecgttce cgtgtagtaa 26700
acagctgcgg taggtacgca aacacaaacg gcaatcatga gggtgaggag cacccaaaat 26760
ctaaggtcgce cgtcgtagtc gaaaaataat gatttcatct caccgtctcc aggtattaaa 26820
aagggcgtcce aaccggacac cctcaatata atgcaaccaa tataattacg caaccaattt 26880
acgcataaaa atttgggtcg cgcgctacgt ctaccagata caggttacta atgcggttgce 26940
cgtagtgcce aggcgtgcege tggcggcaca caacggcgaa tcctgggggg attgtattge 27000
ctgtctcaat aatccacgcc acgcgegcege ccgacagegt cttgcegttg cactcgatge 27060
gcgtgccgee atcggcagtg ttaaggttge caatcttgca gectgtggac ttcaggcgaa 27120
tgacgceggt cttgctgteg taggaaaaaa gctgattggt cattgccact gaaaagtcga 27180
tggcttecgaa tgtagtattc attttaaatt ttcctcegtta accgctatcg cgaagecgeg 27240
cggggtgagt gagtggatta attttgtacg agcggattta ccaccgaggc gactatactg 27300
cttcgagtac cctttttcaa tgaaaacagg tttcecttectcet ggcatacgga agccgttgee 27360
ggtccataag caggtcagct tcggatatga atcgcgggeg ttgatgtatt ccgggaagag 27420
cgggtgtacg tcatccteceg gcagatatce cccatactcece cacgggttga atgagtgatce 27480
cggcttgege cactgggtgg aaagcacact gcgcggattce tcaatcatat atggcacttce 27540
gaagaagtca cccaggtaag cggcgatctt cgcggtgcge accgcecttaa gctgaaagge 27600
tgggtcttta gecccgcecttge gegggaaagce tggcgcaccg ctcactgcca gatccecgtaca 27660
cggagggaat gcatagatga tatccggcgt accgaaatcg ccattcatcg cgcggtctac 27720
aaagtccaga tcgataaact cattgcgata ccggattccg cgaccataaa tccggtagte 27780
aaggtaagac ccgtgatcgg cttcggagta gttgaagcaa taacacttat gccccatcte 27840
ggcagcacgc tcaatcatca agccgctgec gtcaaacaac gaccagattg tcattttage 27900
aatagtcatt tgcgcgcctt tttagettte atgtattcca tcaggtcecgtce ctggatatct 27960
cgcttactgt cgcgacgctce ggcgaccaat tcatccagtg tcccgegcege ctggataatg 28020
tagacgaata ccggtcgagg gtgtccggcece tgcatctgge gaaccggccce gatacgttca 28080
acgatctgcg aaaagtgctc aaagttccag gtatcggaga agattgccag gtgatgtccg 28140
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ccgtectgeca agttaaggcec gtggectgcece gatgccgggt gtgcaaacat gatggggatce 28200
tcgececectgt teccacgctte catatcectta ttgccctget tacctttacce caacgcaacg 28260
ccgtgcggaa atttecttett aagacgtgcce aggtcatgcect tatactgata cgcaacgagce 28320
aacggcgcgce cgttcaacte ctccacgata ctttccageg cgtcecagttt ggegtegtga 28380
atcttcaccce actcgtcecggt cegttegecg tcettcegteca ccttatacac agcgeccggaa 28440
gcaagctgaa ggcacttaat tgtcttcgat geccgegtteg ccgetteccac tgttecegett 28500
tccagttegg caaatagctce getttcaaac tggtcgtaaa tcecttgeggge tttcecttegge 28560
aggtccacaa caaccggcgt atagattggc ttgtcgcacce cgaagtattc agccgegtca 28620
acggtgaggg atacatctga cagacgttgt tgtatctcectt tctcecggagtt ctttagecgga 28680
gcgtgctgceca tagtgaagct gccaggcetta acaggcttge taatgaacca gcggtcggta 28740
aatgccttat agctactgcc gaggcegttceg ccteccgtega caaaccacgt ctgaccccat 28800
aagtctttaa gcccegtttgg cgctggtgtg ccggtaaggt taatccageg cttgacgtgt 28860
ttatgtgcaa tcgccgccag tgcgcegggceg cgcttgetcece cctgettget acgatagect 28920
ttcagcttag tcgattcatc ggcaacaacg accgtaaagg gccacgcatc gccgtaatag 28980
tcgaccagcce actcaaccac atcgtagtta acacaaacca cgttagcgtce gectctecage 29040
gctgcaatac ggtecttcecte cggeccggtg cecgtctacga ccagcaggga tgagaaccge 29100
catttctect gtteceggggg ccaggtgcceg gatgcaacge gcagceggggce cagcaccagt 29160
acgcggtect cctggtttga caggatgcca gtctggaaca ttttattcag cgcccacatt 29220
gtcgegeegyg ttttaccgga tceccattgte geccatatat tgcatcgett atgettgagg 29280
atgaacgcgg ttatcaactt ctgatattcg cggcgtcgga atcttgccat gtctttatte 29340
cgecttttte cagacttetg tetcactgtt ccagttectt tttgtggegt cgtagttggt 29400
ggcgtgteceg atgtggacac cggtagcccg gaagctctta aatttttgcecc agcacaccgt 29460
caacggcagc ggatcattca tgcctgcgat aaaccatacg cgatcgcccg gtttacatte 29520
gcccagcettyg gttagteggt aatgttettt catcgtcatg tctecccaaaa atggcgggac 29580
aagcccegecg tattaattat ttttgttcectg cacggtageg gcgctgceccegt tcacgetcectt 29640
tcttattgeg gecatgatttg cactcecggcce gataccegte cgggctgcege gcagtettge 29700
cagtgtattt gtggaactgg gatagcggtt taacgcagcce gcaattacta caacgttttt 29760
cttcaatcat ctctaaaatc ctcgatatgg ctaaccggca cactataccg ctatgcgacc 29820
aattcagcaa ccaataaatc gcagtcggat atgttgtcga taacgcgaac gtcagcaccg 29880
cggcgggcca ttcecgctcatg ttcacgtace tggtgcgget teggttttece tecggggcge 29940
ttcacttcga cgaaaactat cttgcegttg atgatgataa tcagatcggg cgcacccgag 30000
cgeccectece atgccacttt geggcagaat ccgccgacgg ctttcaccecg tectcatcaag 30060
tgactttgaa tcttgcctte tggtgtcatt atttcctgta cctgtacata atgtcecgectt 30120
ccgctgcaag cgggaagect ttecgeccaaa ccggcaggte gcacatcage gcgcacaact 30180
ccteggttgt gtagtcgteg gtatcceggca ctteggttat cagttcatcg tgtacggaca 30240
gtacgatctc atatcccgca gcttcaacgce caggcatgga ccatgcgagg atatcgcgac 30300
acagcgcectg cacgatgttt tccgtgagtt tgccgcegta ggtgtactgg aatccccact 30360
ggcgegtegt ctgattctca ccctgatatt taatgegggt getggtgege ttettgecgg 30420
tgtcttegte gatctcecggte gtgacagaca gcgcgatgce ggggtagctce atgatgcgece 30480
ccgacggtaa ctcaattttc aaccaccacc ccgecggegtt cggaccgteg cgctectegt 30540
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cgaaggttgg gtcatgcttc gecttegtge ggactatctt gagegettte ttaccatccg 30600
ggcgaacgtt cgcgccagce cagtacgctt tgcccggatt gecggatcgceg cagagcaccg 30660
cgtcttecag ttcecggcccaa aatgctaccg tcttecgggtg cgactcacge cacatacgtt 30720
tgatcgcatc acacgtcagc catacgtttt tcggcagtat ataagttggg cgctegtctt 30780
tcttgeccagg ctteggceggg cgcttagett cgttaatgeg ggcgtattca tatccacgtt 30840
tcgectgetge ccaaatgtga teggggaatg tgcccttcat gacgtceccgece atcgegtaaa 30900
ggtcgaggcece caggttttta gcgaactgca agaacgcggce aacgccacct ccatagccca 30960
accccaattce gcacgcectta ccaatctgge gcaagtcttt geggttgget ttaatgtatt 31020
ccgggtegag gecgaacatt ttaccggcag tctcacaata aatatcgcga ccggcecctaa 31080
ataccattag cgcggttttc tcecgccagcga tccaggcgag gccgcgcecct tceccacgttgg 31140
agtagtccge tacgacaaac ttcttgeccct tcgecggaat aatgcacccg cgaacggtceg 31200
aggccgttag cttcgatatg tcatatgcce agtgcgetgt cccgegtaac agggagttga 31260
tgcecgttggt gagcatgtgce gaccgcaccce aaaaggatat atcgctcteg ccttcacgge 31320
gtttaatctt ccecttegtgg tcecgtegetat actcgecgeg tgccaggttt tgaggctgga 31380
atcctttacce ggcccagegt agecgtgcgcet ttgcgccace atactgaaga cacccacggce 31440
ggcgaccatc ggcggatagg ccgttaacga gcggattgta cttagtcgat gccegttgatg 31500
acgcaccgag gcgcattteg ataagegett tgccttegte ggggaaatcce gggtcttcaa 31560
gcaggtcgtt aagtgtggat ttctgcgegt tgtggatcgt gaacgccggg gcgatatcac 31620
gcaggattgg caggaagtca ttgccggtca gcecttaccgec aaatcgctcce caggcttett 31680
ccttcaattce ttccttatge gectgcaccg ctttgatcege ggcegttcecgece aggtcaacgt 31740
ccacatagaa gccgcggteg ttgatcaact ggtcgatatg taggatttca tettectteg 31800
gagtattacc ccagtccggt atgcgccagt agacttcacg cattgcgata atatccagecg 31860
cggcatagcg cagaaatttg gecccattcett ccgggtgagt ctcecgcgagtg tagcggcegta 31920
ttttgtaggt cttaggggta ggcttacaga atcgtttaat cagcgeccttg cctgecttat 31980
ccttegegtyg ctetgegtca acgcccagca cctggcactg catatcgagg ctacccggca 32040
gcgegtggeg aaaggccata atcatggtgt cttcgatctg gettaccgge aggtcgatge 32100
cccacttete acggataacc aggcggtcaa acaggaggcce gttagccatc actatttttg 32160
ctttecttgeg ggatacatgg cggagcegcect tgcgcagtte acgceggcatt gtgggggatt 32220
cagtgcaatc ccatgtctgce acgcggectt cgtcgatgge gtaggtgcaa atcataatct 32280
cggtagttgg gtgttccgeg taggcegtatg cgcccacttt cttcagatcce accccecgctaa 32340
atgtcteggt atcgaggaaa agtcgttcga agtctttcat tgcttaatce tcactacgge 32400
gtcagcgetyg ccgatcatag agaagatacc gtcggaaagg gttatctcecct cgecegttgtt 32460
gcgaaccteg gcaacggtga aatattcccc cagcaatttg gaccatacct gcattccgac 32520
ttttacttcg ctggctttaa tgcgcatttt tcattgtecct attaaaaagc ccgcactaag 32580
cgggcttgaa tagtgggctt tgcccttaac ggcggcgacg tttacgcecggt getttgtcectt 32640
cgtegtegte gtcectcatet tegtcatcge gtggcttacg acgtttacga ggttttttat 32700
cttcatcatc gtcatcgcga cgttttgact ttttggactt gcgceggcettg tcatcttcat 32760
catcgtegece caggtcecteg tetgagcaag aagacccgcece acctceccgaag gettegecgt 32820
cttcacggaa tcgcagaccc agcaagccag ccccgaggcece cttgcegttg gtattgttcee 32880
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atgcccaaat atcaagggac acgttgcaat aacaaccgga gtagatctcc tggccttcaa 32940
tctegtegee ttcectacggte agaccttgtt cagtctgett ctcecgecgagt gacgtttgaa 33000
tgataggctyg tttgaacgat ttggcgttga tatacaacat gccttcgaat tecttetgtca 33060
cttegtegeg ctegtcaceg tegcgaactg cgcattcectt agaatcctgg gegtagtgge 33120
ggtccatcca cttatcggca ttettcectegg atttcagcett atcggtgagce actgegegeg 33180
ctgccgette cactttgtec acctgeggat cttectttate cagaagaatc acggcacggt 33240
atgccggttt ttgtccatcce tgtttagggg tatcacgtte ccagattttc aggaagcata 33300
cgcgcacatt tttcaggttg actttagcca ttttccaatt cctcatttte acatgtatcg 33360
gggttattgg aagccaccce gtteggettg gttgctaate tacttggttg cgectgageg 33420
gtcaagcatt ttcgttaaaa agatttcggg taacgtagtt ggtagcgtta tcgatccage 33480
ttaacggcgg gcggtcgatg ttcettettca cccagtcgac ggcagcecgtca ctatacccegt 33540
catcaagcca gcgggttgga tggcgaatca tccacgccac cattaacacg ccttgcacge 33600
aatgcaggat aaagcccagc gcgccgagca aaaacatcaa taagattgcg aatactttat 33660
tcattgctta agtcctcecgte agtagcettcece gaccacgcag ggcgcgggte gtcgattggg 33720
gctaacaccg gtttggcagg tgcgcgegtg attttatcac acagcttagce ccacacttte 33780
ggtttttegt ccttcagtac cttectecggca tccgtaggge tgagcaatgt ttetttgtac 33840
atcacatcgce gecttgatceg ggccttegtg aagatttcaa tcacttcecget ctegtecgee 33900
cacttgcgga tcccttectt accggcaacce atcttgagge ccagcgattce gecgtegece 33960
gccattaccg ccttaaatac cgcggactcg atagctttga tgtgctggceg cattgegtece 34020
aggccttcat aagcecttgeg cagttcagcec gcgctcatag cgceccecgggggce cgcttettte 34080
ttgccacgct tecgcacgteg cgccgectte ctggcttcac gecgcecatatt gecgategtgg 34140
ttggcgcatt cttcecteggt cgcaataatc acgtcgtege ccaggtctte gtcagttgee 34200
gtggttggtyg tcatcgtatc gattgcggec ttcgecgeggg cactacactg atccgcaaat 34260
cggcaccact gacacgcatc aacgctgggce cggaagtctg cgcgagtgag tcccttettg 34320
cctegggaat atgcectcecag tgcggaaata gcgegcttgg atgcaaactt cgcgaatatce 34380
tccagtgett ctaccgaaat atcccactcce gacgcccege cgcaatacgg ctggaagata 34440
accaggcgaa cggtcgtaat gtcgtacata gtttgcaget tgcgcagcag gcecgagcgeg 34500
tacaacataa gctgtttgtt ctctttegec tcgaccttat geccgecccggt cttcaggtceg 34560
ccaacaatca gcatgtacgt tccatcggte tttttcatga ccatgaccat atcggcagta 34620
ccgaacgttt taatccggtt gecgtcegatce tcecgtagectg agtgaaggac gecgggtcaga 34680
tcggecgegeca tcetcaagetyg gacaaactcece gccacctega ggagtggteg ccagtggteg 34740
atgtacgcgt cgcactgttt caccatgtcg tcattgacca gtacgccgece tttcggeget 34800
ttecggatgtg ccttcactgg ccccttgect tegttcectega cgtagectcece tttatacgte 34860
tttgcggtta tcagctttte accggcgata atgcggttta gcaccacttce cgatacggtg 34920
tgcatactcg taccgttaat cgcggcttge ccggattegt tcgggatatce tttttetacce 34980
accagggcgg cagggcaacc catccatttt ttagcaccgg atggcccgag taatgagtgt 35040
tcegtattge tgccggattg cgtcttacgt tttggtttaa tcgcecattat teccacccttg 35100
aaaactgagc aatgtaatat tcatgtttaa ccccagcccg cttegegget tegttcatgg 35160
tagccgcecaa acctectgget tgagtcecage agcaattcca gttcetgattce ataacgattt 35220
ccggttgete atcgecggta atacggcaac gaaataaaac aaagaatata gccatttatt 35280
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ttgtctecca geggtcaatt gtttttgett cggatgcaac tgcgaagcga acatattcca 35340
gattggaatc cgcccaaata taaaagtcgg ggttagtaaa ggtggtgcgce ttaatttgceg 35400
cgggggtgtt acggcgttta tcectattacgg caacgcgtga ctgaaagctg ccgatgegtt 35460
cgaatagcca atagtacggg cgctggtcgce gggagtccac cgcectcgatt agcgtgaage 35520
gtgccattgt ctecgtecctcet aaaaagaggce ccgcagatta gcgggccgga taatattaat 35580
cttccagttc gaaataagtt tcgacgattt ctttaagttce tgtgtggaag tcttcecgacgt 35640
cttcatcttce cagcttggeg attgatttga tctcgaacga ttccagcagg tcgtcaaatt 35700
cgtegttege gtegtegteg tcaccaccag cgataatage ggcatattgt ttgatttegt 35760
cgcgcatcte agccagcgga teggcatctt tcettgcecttt gectttegec ggggettttt 35820
tacccttage tggttttacg tcatcagegt catcgtegte gtcatcttet acgacttcectt 35880
ttttggettt cgccggaget tegtegtcag cgtegtcate ttctacgact tetttttteg 35940
ccttagacgg cttcettgtet tectgettge caacggcage gccaacggtt tcataatget 36000
tagcgatggt ttccagtgcect actacgccgce gagtaatcag gtttacgatt tgttcaaaca 36060
tgttttatat ctccgattgg ttaagtttag gtgtcgacca ttaacctcgt cggtggcctt 36120
aacatagtgc ctggttacgc gttctcecegt tcecgggtagtyg gaccaggtta tataatcacg 36180
gttgggaatc ctgacacttc gatccggccecce ctgcgttgec cctectcecagt ttgegtcecctg 36240
catcctgteg acggagtgaa tattagattg gttgcagaat ggagtcaaca actaatttca 36300
aaaaaaaaag cgccgaggca aaatgcgacg gcgctaacca ataagagaca atgagacggg 36360
aattattatt acacgcgtgc gcgccegttt caatatatca aaggagttga caccctgctg 36420
ttttaggtgt agtttcgttg gtcattaacc aaccggggac agaaaaatga atatcaacga 36480
cgcaatcgaa atgttaacta agactgtttg cagtgaaaca agccggtcct gggcgtatac 36540
cgatgcegtg ggggcggtge tatttgaaat cgaacgcctg cgactcaccg aaaaagaatt 36600
gcgegcgaag ctggaattac tcaacggtac ggcagccagce aagctgcaaa agcacaatga 36660
agaaatggaa gaatacaaaa agcaggttat ccgtctacgt gaggaaggta aatcctgggce 36720
tatgatcgce gagctaaccg gaatcaacca gagcactgtg cgctecctggg tacgcaataa 36780
taaaacttcc aaataaggct acgaccatga gtttaattaa attcgccgta acaagacccg 36840
ctaaaaaagg cgaaaaagcc agggcggaaa acctccagat gaccaccgat gaatttttcecg 36900
aatttatcaa agatgcgaaa gaaatctcat cggtgcatat caacaagacg gaggataaag 36960
ccgagtatge gecgccgcaag cgtaaggccg atggcatcegt ggcatatacc agtgacggac 37020
ttecgececgcaa gaccagtgeg gtggaccgcet cgatcctgtt ctttgatatt gaccgcaccg 37080
acacccgcac cctacgcege tgccgtaagg cgttcattga cgcecgggtcectg gaacacgtat 37140
ttcacaccac aaccggcgac cgtcacccac tgaaaggcgg cacgcgttge geccgtttece 37200
tggtgttaac tgacaagcct gtaccggcgg aagacctggg ccgcgeccag tatgecttgt 37260
tagcccaact gggtctgtec gatgtggact tcgacgattg cacgaaagac acaaaccgcce 37320
ttatgtacct gccacaccag caatctgtca ttaaatgcca ctacggcaag cgcgcccgeg 37380
tcegtegtet getceecgectyg geggacaggce tgggagttga gaaagaggaa gtgcgecgeg 37440
aactaaccca gggtgatgac ggcatggcgg acggtattct ggattggtge ttccaggcag 37500
gattcgaacc gctgtegtcece ggtegtggtt atgaagttec atgcccgaac gaacatctge 37560
atagtggcga agggtccacc gctatcatgg ttaaggatgg cgagatccgt ttcaagtgta 37620
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tgcacaccgg caacgagtgt tgctcggaac tgaatagaca ccagcacctg gcgctacgte 37680
tcatcgggat accggaccac ctgaacgtcg agccgcacaa catgtcccecgt aagcaaatcg 37740
ccgccatect cccagggetyg gacgacgagg aagtcgaatce cttatatgaa catattgttg 37800
atgcggttgg cgacggcgaa gaatacggcg tgtgcaccga tgcggatctg gataacgagce 37860
cggttgeget gttcagcaag cacgacccga ttatcgaggg gttgattaac tttaaatcaa 37920
cttggtatat ggctggcgag tcgaacatcg gtaagtcttt ctacgtgctg gggcaaatgg 37980
gtgcggttge cgcggggatt ccgttecggtg gegcgaaggt agtccagtct cattgettet 38040
atttcgatgc ggaaggtggc gaagcctcta accagcgtaa ggaagcattg cagatcaaat 38100
atgagcacga tctcgacaag ctgcacatta tcgacctgca aactcgcggce tgggatatca 38160
ccagcaaatc cggcttgcgt gaagttatca gctttatcaa ccgcaccgct aacggcgaac 38220
cggttggcct ggtggcattce gactcectca accagactgt tgcegttgcegg teccgecgatt 38280
ctaaaccgtt cgacgagaac aacgccagcg atatgggcga agtggtcaaa gcgctgaagg 38340
ccattgcgga aaatacaggc ggcagtgcgg gcgtcatcca ccacccggceg aaaggtgcaa 38400
acggcagcag atctcccegt gggtceceggeg cgctgcatgg tgctgtcgat tecgegttet 38460
tcetggaaca gecggacgac aatcagcectg gtcaattgaa cctgtatcac gaaaaggcac 38520
gtaacggcat caagcaagcg ccgcgcggcet tcecgtectget caagtgcaaa gttaaggtag 38580
atctcegcaa gtccgaggeg ttcgaatcge accagtccac cagcaccggg cctgacttceg 38640
gcgatgtggt tgcecggttgg gacgtcaagce cgatcgcatce cacgccacgce gacgagactce 38700
tgtatctegt accggtcgec ctggcaccgt tcegeccatcga acaggcgaag gceggcegggca 38760
aagcagcagt taaggacgag aatgccgcag gaccgcgcaa cgaaaaagag aaagtgcttt 38820
atgcggcegcet ggaaaaactg atggaagata acccggacca taccggattc agtaaatcgg 38880
caatcgtcecg ccaggcggga ttggcaaaag gtggcacatc gacgaaggca atagacgata 38940
tggtggagcg cggcgtgcta ggtttttata cagatccgca taccggggcce atctatgggt 39000
cgtcgaatat cgtcataaaa acgaatatac ccatcacgct ttcggcgacc gatgacgacc 39060
ttaaagatta aattttgcgc gcattggttg ccattttggg tgtttttatc tggtcecgtatt 39120
ggttgcecgtyg tagtgtagat ataatgaata gttatgcaat aaaactgcat aaaccaaacg 39180
ggacagaaag cgggacaaac aaggggcggg acaaagcggg acagcacccc cgtceccgece 39240
cggatggcgce ggcctggaga ggagcgggac agcgggacag caccccagtce tttcagacta 39300
gacgggggtc agcggcccce ctegtctgag actgcataaa atccgggatt gcaaaataca 39360
cggcagcatg ttgcggattg cggtcecgtcecge tgaactaggce aaccaatgcg agatgcggaa 39420
tggtgggtgg aaaatgcagt ttgcagtcac agcagatagc gatcaacttt ttcatgcgeg 39480
tgattaatat tggttgcatt caatccggca cccggctata ttggttgcac accaacatga 39540
ggactgaaca atgagagcgt taatctggaa ttacacaatg gcagtggcaa aacaggtcga 39600
agcgagatat accaacggca gagcaccgtg ggagcgcctg gtagctccga cctggtttge 39660
gatcatggat gcgaccgcgg gcatggaaga ccccgagceceg ttgecgcecgegg ctatcaggge 39720
ttacgcgett gecatttgccece gtgaacgcect ggcctatcge ttcecggtattg gecgataagge 39780
agtgacaaac gtcgcccgga ttaaagccca gcgcgaacta ttctecccage ttgcgaaata 39840
aggggccaaa atgagccgta ggcgcgctaa acagctttcee tggcatattce cecctgcattg 39900
catacgaata tgggctaaga atgcgaatgt gggcgattct gtattctggt gttatcgcga 39960
tgacgttaag ccgttgtecge agactcegcta cctgcaccag ttcecgcagcac aacacgattt 40020
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cagggtgcgg accteccttge aaccaatggg gattcgtatt acattacgcc ggaagcccge 40080
cgttgagcgg gtaggcaaac actggagact gagcaaatga tgattcgact aagcgaccag 40140
gtgacggact ccgagcttge ggagtggatt gccgaagggt gggtcagtta tcgttacggg 40200
ccgcaggtat gggctattaa gegctgeccegt tgtgatatge gcecccgcataa cgtgcgcaag 40260
tttatacgca agcatggggt atttctggag gccgagaaat gttactaggc gacttcccge 40320
aggagcttat ggacctgcat atgtgcgtac ttgaatacga acagaacggc attgctacgg 40380
tatgcgatgg cgacacgaag actatcgacg agattgagga gactgaacta tgaaattact 40440
attccgecgt aaagctgacg gtcecgcatcect gaagccgatce cagaccctgg attcatacgt 40500
ccgcttacaa aacgcggcag gcaatcgggt atggtgggcg aagaaagaca agctgcagga 40560
agactgcgat attctcacac acgatattga gcgcggcgat gtgctgcegtg atattcecgcga 40620
cggtagtatg tggatcgtcg aatatgtcgg tcttcatgge ctgcgtatge aaaaccgcaa 40680
ggatggcgta gccggtatga cttacttcgg ccttatcaac tacgaacgag tgggccgcaa 40740
atacagcctt cgggatcgcecc agccgcatga gcgggcgage gccatagcecgg acgcagttaa 40800
ccgcgtaacg catgacgtgg cgcagaagac gcgtgtagat ttcacccgcet acgactccca 40860
ccaggtgcaa gcgaagatgg gccgcegecgt acaccaaatce gtcaatcget tcgatgccgt 40920
gacgaatgca cagcgccatg cgcaggaata cggttttgga ttcatccggg tagaacgcga 40980
cggcagcatg aaagccatcg acccgcegcte ggtgattcetg agatgagtge gacgatccga 41040
gatatgcttc agcataaccg ctttgagata ggcggtcggg tatttcgcaa ttacttcgtg 41100
gcgegtgecat gggcgcgceca tattggcaaa ccggaagggg caattcgatg ttacacgatg 41160
tgatttattg gtttggtttg atctgggggc tgtgcctget tactgeggtg ctgttggteg 41220
tcetgttatt cgtagtatgg cccgeegtgg aagecgccag cattacccege atgacgttceg 41280
agatctacaa gcgccgtgga atcacggagc acccgacccg gctteggatg tggtggectgt 41340
ggtatcggga tatgataggc ggtcgaacat ttgaagccgt ccgatcatcce gggtgggagt 41400
ggaaaggcgt cggcaagtgg tccattttcg attaattatg caagcgtgat atagtcccag 41460
tgagctaaaa cttactggga cttttttatg gataagctaa acgagtggtt attcgccatt 41520
gcgtgtettyg ctggtggctt cgtaggegca cgcattcatg gcgaggcaac gaaagggccg 41580
ttgaacttcg ttttatatgt cgtagttgga ttcctgtgeg ccatatttgg tgcgceccaget 41640
atcgccgagt gggctggttt atctggcgag cgcactgtceg ccggtttggg cttcecgtaact 41700
gctatcttet ggatgccaat agccgcccgg atcagggaga ctattgagtce gttecgactt 41760
ccggggggcyg caaaatgatt atctcecegtcece tgttgtttgt tatcataggg gettegtcce 41820
tgtttaacgt gtatgcgcecg teccgtecagg atggcttett cggtegggtg ttatatctge 41880
taacggcaat gacctgtatt gtcggtctgt tgcaaacagg agacgtatct gacaccacct 41940
ggaccgcgtt aatctggttg tttgcattge gcacgctgeg taatgctgtt ttgaatgggg 42000
taaaacatgc gattcagtga caacggtcta cgatttacgg cagcatggga gactttcatc 42060
ccggtgecgt atttecgcgac caagaaagag caggcccgcg gcectgtacac ctggggctat 42120
ggtcatactg gcactaatcc gcctcgaage attacccgtg cggaagcgct ggaactgctce 42180
aagcgtgatg tggcgtatgce cgaggactgg gtgaacaaat acgcgcataa gagcattaac 42240
caggcgcaat tcgacgcgcect ggtggacctg gtaatcaacg ctggccecctgg tcecgatcegta 42300
ccggatgacg tcgcgaatga tttcgatgat gcggtgeggt tgggcgactg ggcgaaggte 42360
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cgtgctacge tgccgctatt ccgcaagcaa ggcggggaag tgcttaaggg tettgtgege 42420
cgtgcaatcg gcagacaggc gttatttgat ggtaagcagt gggacgttgce cgagcgaatc 42480
ggtcgtaacyg cagcataata cgaggtgaca cagtatgtta aaaagtattc ttgatcataa 42540
tgcggacgceg cttgccgcac tggctaaaac cgaagatcct ggcgcacgcg ctatcatcge 42600
ggacactatc agccacgcgg gggtcttcga tgcgaagctg ccaagcccgce caccaccgga 42660
agaaccaggc cccgcagcat aaaaccacaa gcccggttaa ttceccecgggcett tttattgett 42720
tacttgcaac caactatcag actatactgc gaccaatcaa cgagaggagt aatactatgg 42780
aacctgaatt aatctgcatg gtcatctgtc atgaatctge tacgcgcgcc gtaatcacgt 42840
atctggaata tggtgttttc ctgattgacg ataagtatta cgttatgaat gagcacggga 42900
actggactga agtattcaag tttagcgata cgcgcggtgt atggataact atcgacggca 42960
taagcgceccge tttcactgag attgagttac actatggcac gtaaagatat ttgggtatta 43020
gcgatctgga ccaccgegge ttttatcecgge atggttattt gcgaattgat atagcccgec 43080
gccatacgga ccgtggtata ttgtccacgg tccactaatc aggaattaat taaatatgca 43140
ccegcaaact aaaattaccg atgagcaatt gatcgcagaa atccaggcag ggactacagt 43200
taaagagatt gcgaagaaat acgggattgc cctacgcaat gtctatatgce gtaaagcccg 43260
cctgtcgaaa aaaggcattg gacacggcaa cgatgccgta atccgcaagce gegttgccga 43320
cggctttggg gttaagcgeg tatcggccct ggtgcgegge aatggtgaag aggtcatgte 43380
gtgggtcatc actgagcagg acaaagagcg ccaactcgaa gccatgcgceg ctgttgtcecga 43440
tggtatgaac agcgaaatca caccggcagc gccagtaaaa gccccgccag taccgatcca 43500
ggcgctcgac ttgctcaacce tgtatactgt gtcagacttc cacctgggca tgttggcatg 43560
gggtgaggag actggcgaag actgggatat ggcgatcgcec gaagacctgt tctaccgcetg 43620
gtttgtcgaa gccttecgcac gcgeccecgga cgcaggcact gceccgtaatta atattctcegg 43680
tgatatggcg cactttgata gecctcgatge tgtcactccg gcaagtggtce acatactgga 43740
cgctgacacce cgctaccaga aactggtccg atacatgatt cgcatggtgce gcaacgtagt 43800
agaactggcg ctgcaaaaac accacaaagt aaaactgcta atcgtccagg gaaatcatga 43860
cgagtcgggt atgatttggce tggcggagat gttcaatact ctgtacgaga acgagccgceg 43920
cgtcgatgtg gatacgtcece cggacgtcta caaaatggtg cagcacggca agaccacgct 43980
attctteccac cacgggcaca aagcgcgatt cgatgctatc gagcaggtta tgatttctaa 44040
attcagacag gctttcgggt ccagtgagta cagctacgcg catgtcggtce acttgcacca 44100
ccagaagatt gtagaatccc gtaacatgat tgttgaacag cacaggacgc ttgccgcgaa 44160
agacgcatat gcaagccgceg geggttggat gtceggtegt agtgccaacg tcatcacata 44220
cagcgccaat tacggcgaag tggcgcegcett aaccattage ccggaaatgt tgaagtaacg 44280

gcaaccagta atccgcccag cctgccgatt tggtgggcett ttttgtgect gt 44332

What is claimed is: 3. The method of claim 1, wherein the bacteriophage
1. A method for treating E. coli type K99 infections in a EKO99P-1 corresponds to Accession No. KCTC 12075BP.
subject animal, comprising administering to the subject a
composition comprising the bacteriophage EK99P-1, harbor-
ing the genome represented by SEQ ID NO: 1, or variants

thereof.

2. The method of claim 1, wherein the composition is
administered to the subject animal in the form of a feed
additive, a water additive, or a disinfectant. ® ok ok ok

60

4. The method of claim 3, wherein the composition is
administered to the subject animal in the form of a feed
additive, a water additive, or a disinfectant.



